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Cross Reference to Related Applications 
This annlication r)aim<; nrinrity fro^. ij c Prc/isiorial Applicatiuu Number 
60/216,723, filed on July 7, 2000. 

10 Statement as to Federally Sponsored Research 

The present research was supported by a grant from the National Cancer Institute 
(Number R35 CA44343). 

Field of the Invention 
15 The field of the invention is regulation of cellular proliferation. 

Background of the hivention 
Transfomiing genes of DNA tumor viruses perfonn essential functions in virus 
growth, acting largely as proto-oncogene activators or tumor suppressor gene 

20 inacti valors. The isolation and characterization of mutant viruses that are able to 

propagate in cells containing a mutation in known proto-oncogene or tumor suppressor 
genes has been useful in identifying and studying the \ iral equivalents or interaclors of 
these genes. The transforming gene of the highK' oncogenic murine polyoma virus was 
identified through studies of host range mutants isolated using polyoma transformed 3T3 

25 cells as the permissi\e host and normal 3T3 cells as the non-permissive host. This 
approach requires expression a known viral protein by the permissi\ e host, since it is 
based on the idea of complementation betw een cell-associated wild-type viral genes and 

:. ... - . ^ i u . .o^u a ilii ouici vHi^ogciiK' 1.)NA \ iruhc^. e.g., \\ lUi 

I -^>3 cells expressing aeiciun irus 1: 1 A f 1 B genes and COS cells expressing the S\'4n 
large T antigen. CV^mplementing cell lines have also been used in other systems to 

pri^pai^ale speci tUMlK tieteelu e \ m i;-^ :iuiKim1n I'oi \ eiiie de \ elopiiieiil aiui olhei 



purposes. Ho\\e\er, by design, these types of systems rely on permissive hosts 
constructed with known gain-of-function mutations and are only applicable to mutants in 
known \ iral genes, as well as to \ iruses with known mutations, since the host cell must 
express a functional v ersion of the mutant viral protein. 
5 The use of mutant adenoviruses unable to inactivate p53 or the retinoblastoma 

protein (pRb) to kill cancer cells lacking one of these proteins has been oreviously 
described (Patent Nos. U.S. 5,677,178 and WO 94/18992). It was well known prior to 
these observations that these tw o genes are mutated in a variety of cancers. 

While a number of genus are known to be mvolved in the progression towards 
10 cancer, there is a significant need for the development of a general, unbiased method for 
identifying new genes involved in the pre-disposition for, or progression of cancer or 
other proliferative disorders. Furthemiore, methods for diagnosing and treating patients 
with mutations in known as well as newly identified genes would greatly aid in the 
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management of cancer. 



Summary of the Invention 
The invention features the analysis of Sal 2 nucleic acids and proteins in methods 
for diagnosing and treating patients having proliferative disorders, such as cancers, 
involving mutations in a Sal2 gene and encoded protein. 



Use of Sail as a Diagnostic and Treatment Tool 

in the first aspect, the invention features a method of identifying a mammal 
ha\ ing or at increased risk of acquiring a proliferalix e disease. This method includes 
dclemiining whether there is a proliferative disease-associated alteration in a Sal 2 nucleic 
25 acid of the mammal. An example of a proliferative disease-associated Sal2 alteration is 
the substitution of a Cys for the Ser at position 73 of SEQ ID NO: 1 . In one embodiment, 
the nicth(^(] is n^cd idciit ' fx '^^M^^'^^ 'v i . ' 

! w line ; 11 anoilicr enit>( >cnmciii . ' !u' mu;! funi ■ i ■;!.■;■: r . ■ ; ■.iini; 



In additional embodmients of this aspect of the iin ention, determming whether 
ie mammal has or is at increased risk o!\k\|iiiriiie a pro]] !ei'ati\ e disease i- done 1\\ . \o 




example, polymerase chain reaction (PCR) amplification, single nucleotide 
polymor[:)hism (SNP) determination, restriction fragment length polymorphism (RFLP) 
analysis, hybridization analysis, or mismatch detection analysis. Furthemiore, 
identifying the alteration may also involve: (i) contacting a first nucleic acid probe which 
5 is specific for binding to the human Sal2 nucleic acid containing the alteration with a 
nucleic acid from a cell from the mammal under conditions which allow the first nnrleir 
acid probe to anneal to complementary sequences in the cell; and (ii) detecting duplex 
formation between the first nucleic acid probe and the complementary sequences. The 
nucleic acid probe of Mcp (i), which is, for example, at least 12 contiguous nucleotides in 

10 length, may be derived from the human Sal2 nucleic acid containing a proliferative 

disease-associated alteration. The cell may be from a physiological sample, which may 
contain, for example, mRNA or the nucleic acid probe of step (i) annealed to the mRNA. 
Furthemiore, another embodiment of this aspect includes a second nucleic acid probe, 
wherein the first and second nucleic acid probes are PCR primers, and wherein the 

1 5 human Sal2 nucleic acid or a fragment thereof is amplified using PCR between steps (i) 
and (ii). 

In another embodiment of this aspect, the cell is from a physiological sample, for 
example, human tissue, blood, ovarian tissue, bladder tissue, colon tissue, and cells 
grown in culture. The cell may be selected from a physiological sample containing 

20 abnonnally proliferating or nomial tissue. 

Another aspect of the invention features a method of identifying a mammal 
hav ing or at increased risk of acquiring a proliferative disease inv olving, determining 
w hether there is an alteration in a Sal2 protein of the mammal. Preferably the method is 
used to identify a mammal, such as a human, having a proliferativ e disease, or at 

25 increased risk of acquiring a proliferative disease. In preferred embodiments of this 

method an antibody specific for either the human, or for a proliferative disease-associated 
mutant S;il2 t^rotcii^ ixi-J 

* knockout nvjlation m d gcaoiViiL //iSiilS gene, i his knockout mouse ma> also contain, foi' 
30 example, a nucleic acid construct including a mutant ScilJ gene and this mutant Sal2 gene 

nia\' be C(MKliti(Mia]l\" expressed In a pfetet'i-cd cnihiHliiiicni. ihc niiiUini V//" '.i^cwc. I'oi 





example a human SalJ gene, encodes a protein that contains a substitution of a Cys tor 
the Ser at pq^tTOn 73 of SEQ ID NO: 1 . However, the Sal2 protein may also be wild- 
type^^ 



5 includes a nucleic acid construct that contains a Sal2 nucleic acid, which is operably 
linked to transcriptional regulatory elements and encodes a Sal2 protein, e.g.. a mnti^nt 
Sal2 protein. The mutant Sal2 protein may also be a human Sal2 protein, for example, 
one that has a modification of function. Furthermore, the transgenic mouse may contain 
a niouse Sa!2 protein, foi example, the protem ol SEQ ID N0:3. This mouse SaI2 

1 0 protein may be mutant, such as a mouse Sal2 protein containing the substitution of a Cys 
for the Ser at position 73 of SEQ ID N0:3. 

In preferred embodiments of this aspect, the transcriptional regulatory elements 
include a promoter that is a tissue-specific promoter, such that the nucleic acid is 
expressed, and the protein is produced at detectable levels, in cells selected from the 

1 5 group consisting of ovarian, bladder, and colon cells. How ever, the transcriptional 
regulatory element may also include the wild-type Sal2 promoter. 

In a further embodiment of this aspect, the transgenic mouse develops ovarian 
tumors, and these tumors may metastasize. The invention also includes a cell line, such 
as an ovarian cell line, derived from cells isolated from the transgenic mouse. 

20 In another aspect, the invention features a method of killing an abnomially 

proliferating cell involving the steps of: (i) contacting an abnormally proliferating cell 
with a T-HR mutant specific for a cell canying a SalJ mutation; and (ii) allowing the 
mutant \'irus to lyse the cell. The T-IIR mutant used in this aspect may be, for example, 
the TMD-25 T-HR mutant virus and may be administered in a pharmaceutically 

23 acceptable cairier. 

In preferred embodiments of this aspect, the abnormally proliferating cell may be 
a mammalian cell, for r\;tnTplr m b'li^v'" .K',--^ n - ■ ■ ■ 

Ml .[ [iMiiiniai. .iN .1 nuinaii, w ,i i^'-om t-r:.t", . ■ ..Jui; ^ - 

ma\ hi\ example, smvian \ irus 4w. human poi>oma \ irus, herpes \ irus, prmiale 

30 adeno\ iruses, parno\ irus. and papilloma \ irus. Examples of methods for administermg 
the \ irus inchide. parcntci'al. intr<i\ cnniis, tiiliapcriloiical. mlianiu^cular. siibciilaiicoiiN. 




An additional aspect of the invention features a transgenic mouse whose genome 
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and SLibdcrmal. The T-HR nuilanl, however, may also be administered orally, nasally, 
topically, or as an aerosol. 

An additional aspect, the invention encompasses a method of identifying a 
compound which alters cell proliferation, the method involving: a) contacting a first cell 
5 with a test compound, and b) measuring w hether the test compound alters proliferation m 
the first cell, relative to a second cell not contacted with the test comoound. wht-roin the 
first and second cells have a proliferative disease-associated alteration in a Sal2 nucleic 
acid, in a preferred embodiment of this aspect, the ability of the test compound to alter 
proliferation is dctenriiiicd by measuring the ability of a virus, for example, a T-HR 

10 mutant virus, to propagate in the first cell contacted with the test compound, relative to 
the second cell not contacted with the test compound. \n addition, the first and second 
cells may be mammalian cells, for example, human cells. Furthermore, these cells may 
be ovarian cells. The cells may also be in the same mammal or in different mammals and 
the mammal may be a transgenic mouse or a knockout mouse containing a knockout 

1 5 mutation in a genomic mSal2 gene. 

A final aspect of the invention features a method of identifying a compound 
which alters cell proliferation, the method involving: a) exposing a cell or a cell extract to 
a test compound, and b) measuring whether the test compound alters Sal2 levels, for 
example, Sal2 protein or nucleic acid levels, relative to Sal2 levels in a cell or cell extract 

20 not exposed to the test compound. In a preferred embodiment of this aspect, the cell has 
a proliferative disease-associated alteration in a Sal2 nucleic acid or the extract is from a 
cell ha\'ing a proliferative disease-associated alteration in a Sal2 nucleic acid. This cell 
or cell extract may be mammalian, for example, human. Furthermore, the cell may be in 
a mammal, for example, a transgenic mouse whose genome includes a nucleic acid 

25 construct containing a Sal2 nucleic acid, which is operably linked to transcriptional 
regulatory elements and encodes a Sal2 protein, or a knockout mouse comprising a 
knockout niiitat!(Mi in ;i "rfinriiii' ;) A' .'^ ^ ■ , , , 




Dcji nit ions 

"Tumor host range mutant virus (T-HR mutant)," as used herein, refers to a virus 
that has a reduced ability to rephcate and disseminate in a nomial cell, relative to the 
replication of a wild-type virus in the same type of cell, but is able to replicate and 
5 disseminate in a cell having abnormal proliferation. The abnormally proliferating cell 
may, for example, have one or more mutations in a gene or genes involved in the 
regulation of cell growth, of the cell cycle, or of programmed cell death (e.g., apoptosis). 
These genes include, for example, tumor suppressor genes and proto-oncogenes, but any 
cellular gene that a virus niusL inactive or activate m order to grow is also included. 

10 Adenoviruses having mutations in the p53 and retinoblastoma genes are specifically 
excluded. Preferably the virus has a mammalian (e.g., rodent or primate), most 
preferably a human host range. A T-HR mutant virus may be, for example, a mutant 
simian virus 40, human polyoma virus, parnovirus, papilloma virus, herpes virus, or a 
primate adenovirus. However, any virus that needs to overcome a cell cycle checkpoint 

1 5 or affect signal transduction in order to propagate may be a T-HR mutant virus. 

"T-HR mutant specific for a Sal2 mutation," as used herein, refers to a TH-R 
mutant virus that is able to propagate in a cell containing a genetic alteration in a SaI2 
gene. For example, the T-HR mutant specific for a Sal2 mutation may be the TMD-25 T- 
HR mutant virus described herein. 

20 "Cancer susceptibility gene," as used herein, refers to any gene that, when altered, 

increases the likelihood that the organism carrying the gene will develop a proliferatix e 
disorder during its lifetime. Examples of such genes include proto-oncogenes, tumor 
suppressor genes, and genes inx oh ed in the regulation of cell grow th, the cell cycle, and 
apoptosis. 

25 "Proliferati\'e disease," as used herein, refers to any disorder that results in the 

abnormal proliferation of a cell. Specific examples of proliferative diseases are the 

"l^'olifcrativ e d;scase-a>SiK uitcu aUcraiion/" as used hercui, refers to an> genetic 
3n change w ilhm a differentiated cell that results in the abnormal proliferation of a cell. 

Prcfcrahlw such a yenctic chaiiL'c coi-fclatcs w itli a NialixiicalK n] -iii t tcani (pi- L'^s ihjM 




or equal to 0.05) increase in the risk of acquiring a proliferative disease. Examples of 
such genetic changes include mutations in genes involved in the regulation of the cell 
cycle, of growth control, or of apoplosis and can further include mutations in tumor 
suppressor genes and proto-oncogenes. A further example of a proliferative disease- 
5 associated alteration is the substitution of a Cys for the Ser at position 73 of SHQ ID 
N0:1. 

"Abnormal proliferation," as used herein, refers to a cell undergoing cell division 
that normally does not undergo cell division. 

The lemi "alteration, when used herein, in reference to a gene, refers to a change 
10 in the nucleic acid sequence. Such a change may include, for example, insertions, 
deletions, and substitutions of one or more nucleic acids, as well as inversions and 
duplications. 

"Genetic lesion,'' as used herein, refers to a nucleic acid change. Examples of 
such a change include single nucleic acid changes as well as deletions and insertions of 
1 5 one or more nucleic acid. However, genetic lesions can also include duplications and 

inversions. In addition, a genetic lesion may be a naturally-occurring polymorphism, for 
example, one that predisposes an organism carrying the polymorphism to acquiring a 
proliferative disease. 

"Polymorphism," as used herein, refers to an alteration in a nucleic acid sequence, 
20 for example, a gene. Such an alteration may result in a codon change, which in turn may 
result in, for example, the substitution of a Cys for the Ser at position 73 of SEQ ID 
N0;1. 

"Modification of function," as used herein, refers to a change in the function of 
the protein. Such a change can, for example, result in the partial or complete loss of 
25 function, but it can also result in a gain of function. 

"Sal2 mutation", as used herein, refers to a genetic change in the nucleic acid 

siichi a cliangL. t'lciciabiy. liic gcnclic change is a misscnse mutation. Most preterably. 
30 the mutation is a substitution of a C\ s for the Ser at position 73 of SliQ) ID N0:1 . 




As used herein, the term "promoter" is intended to encompass transcriptional 
regulatory elements, that is, all of the elements that promote or regulate transcription, 
including core elements required for basic interactions between RNA polymerase, 
transcription factors, upstream elements, enhancers, and response elements. 
5 "Operably linked," as referred to herein, describes the functional relationship 

between nucleic acid sequences, for example, a promoter sequence ^md n apne be 
expressed. Operably linked nucleic acids may be part of a contiguous sequence. 
However a physical link is not necessary for two nucleic acid sequences to be operably 
linked. For example, enhancers can exert their effect over long distances and therefore 

1 0 do not require a physical link in sequence to the gene whose transcription they affect. 

Reference herein to the "transcriptional regulatory elements" of a gene or a class 
of genes includes both the entire gene as well as an intact region of naturally-occurring 
transcriptional regulatory elements. Also included are transcription regulatory elements 
modified by, for example, rearrangement of the elements, deletion of some elements or of 

15 extraneous sequences, and insertion of heterologous elements. 

The term "knockout," as used herein, refers to an alteration in the sequence of a 
specific gene that results in a decrease of function of that gene. Preferably the alteration 
results in undetectable or insignificant expression of the gene and in a complete or partial 
loss of function. Furthemiore, the disruption may be conditional, e.g., dependent on the 

20 presence of tetracycline. Knockout animals may be homozygous or heterozygous for the 
gene of interest, in addition, the term knockout includes conditional knockouts, where 
the alteration of the target gene can occur, for example, as a result of exposure of the 
animal to a substance that promotes target gene alteration, introduction of an enzyme that 
promotes recombination at the target gene site (e.g., Cre in the Cre-lox system, or FLP in 

25 the FLP/FRT system), or any other method for directing target gene alteration. 

"Conditionally expressed," as used herein, refers to any method that may be used 

■'KM lick' \ m! n!-(iMi.>t-r. 'h^.' ^: . _ ... ^.lii^. i.i.u L.u. 

:Kiilliill^tcIcu lo liic orgamsni. or ol promoters thai are onl> acti\ e at certain stages of 
30 de\ elopment or in certain tissues. In addition, conditional expression may inx oK e 

iiiactix atiiiL' a L!cnL\ foi" cxanii^lc. In I I I* ! Ki or ( 'rc lox mediated i ccombiiKilioti 
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The term "restriction fragment length polymorphism (RFLP) analysis," as used 
herein, refers to a method of detemiining whether an organism canies a specific nucleic 
acid sequence, for example, a specific alteration in a gene. This method may inxolve, for 
example, amplification of a nucleic acid from the organism, followed by cleavage of the 
5 nucleic acid with an en/yme, such as a restriction enzyme, and visualizing the products oi 
the cleavage reaction. Furthemiore, the cleavage products may be compared to control 
reactions. 

As used herein, "alters proliferation" refers to any change in the proliferation of a 
cell For example, this teuu can be used to describe an increase or a decrease in the rate 
10 of cell division. In addition, an alteration of proliferation may refer to a normally 

quiescent cell entering into the cell cycle or a nomially dividing cell ceasing to enter into 
the cell cycle. 

"Measuring protein levels," as used herein, includes any standard assay used in 
the art to either directly or indirectly detennine protein levels. Such assays, for example 
1 5 may include the use of an antibody. Western analysis, Bradford assays, and 
spectrophotometric assays. 

"Measuring nucleic acid levels," as used herein, includes any standard assay used 
in the art to either directly or indirectly detemiine nucleic acid levels. Such assays 
include, for example, hybridization analysis, gel electrophoresis. Northern blots, Southern 
20 blots, and spectrophotometric assays. 

By a "substantially pure polypeptide" is meant a polypeptide (for example, a Sal2 
polypeptide) that has been separated from components that naturally accompany it. 
Typically, the polypeptide is substantially pure when it is at least 6(]"(), by weight, free 
from the proteins and naturally-occurring organic molecules with which it is naturally 
25 associated. Preferably, the preparation is at least 75%, more preferably at least 90*^0, and 
most preferably at least 99" o, by w eight, a Sal2 polypeptide. A substantially pure Sal2 

S;)P no!\ ncnti;ic: OT bv chicniiCali} ^\ I iihcsi/uig liic protein. Punt\ can be measured b\ 
30 an> appropriate method, lor example, column chromatography, polyacrylamide gel 

electroplK^rcsis. ovh\ :i!ial\Mx 
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By "isolated DNA" is meant DNA that is free of the genes which, in the naturally- 
occurring genome of the organism from which the DNA of the invention is derived, flank 
the gene. The term therefore includes, for example, a recombinant DNA that is 
incoiporated into a vector; into an autonomously replicating plasmid or virus; or into the 
5 genomic DNA of a prokaryote or cukaryotc; or that exists as a separate molecule (for 
example, a cDNA or a genomic or cDNA frai^ment produced by PCR or restrirtion 
endonuclease digestion) independent of other sequences. It also includes a recombinant 
DNA that is part of a hybrid gene encoding additional polypeptide sequence. 

1 0 Advantages 

The use of a T-HR mutant virus has a particular advantage over standard 
chemotherapy treatments, and the like, in that it is specific for cells with a proliferative 
disease. Therefore, one would expect this type of therapy to have fewer toxic side effects 
than the chemotherapeutic agents used today. 

15 

Brief Description of the Draw ings 
Fig. 1 show s photographs of the grow th of w ild-type polyoma \'irus and the 
TMD25 virus on host cells. 

Fig. 2A shows the 20 bp sequence duplication responsible for the TMD25 
20 mutation. 

Fig. 2B shows the interaction of mSal2 clones with wild-type polyoma virus 
proteins and the TMD25 \ irus proteins in a yeast Iwo-hybrid assa\'. 
Fig. 2C show s deletion anaK sis of the 1 \1D25 mutant. 
Fig. 3 A show s the regions of the mSal2 gene used to develop antibodies. 
25 Fig. 3B show s antibody detection of pi 50''''" as the mSal2 gene product in a 

Western blot using protein from mouse and human cells. 

ri- : . ^ , , . . ..... . , 

, is f ! I'^' I'll"! ! \\ 1 ' , ' ' ' : M ■ ^ ' s^;'-' ! ^ ,.M ■!■ ■■• ' ' ' V ' ' ^ S ' . . : ' \ ■ \ ^ \' ; : 1 ; i 1 a. ! , , ^ . ; * I ^ , ■.\ 

uKil >Liif)[)eu unci rc-pro'ncd wiiii an antitxHl\ agamsl the mSal2 ammo-lermmus. 
3U f ig. 4.A show s the binding of mSal2 to w ikl-type poKoma \ irus but not to 
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Fig. 4B show s the binding of mSal2 and wild-lype, but not TMD-25 mutant, large 
T protein in transfected 3T3 cells. These results are confirmed in BMK cells infected 
with wild-type polyoma virus and with TMD25 mutant virus. 

Fig. 5 A shows the failure of TMD25 to replicate in newborn mice. 

Fig. 5B shows that TMD25 fails to replicate in BMK cells and that pi 50'"'' 
represses viral origin replication. 

Fig. 6 shows a Western blot of mSal2 expression in various mouse tissues. 

Fig. 7 shows a Western blot of hSal2 expression in human ovarian tumors. 

Fig. 8 shows expression of pi 50^^'" in human 293 cells. 

Fig. 9 shows immunostaining of pl50''''^ in human ovary tissue (A) and in ovarian 
tumors (B). 

Fig. lOA show^s that pi 50'^'^ suppresses growth of human ovarian tumor cells, 
which is indicated by a reduction in BrdU incorporation in pl50^^'' transfected cells. 

Fig. lOB shows a colony reduction assay that indicates that cells transfected w ith 
plSO''^'^ are less viable than control transfected cells. 

Fig. 1 1 is an agarose gel showing that the 73S allele is lost in some ovarian 

tumors. 

Detailed Description of the Invention 
The present invention provides methods for the analysis of Sal2 nucleic 
acids and protems and methods for diagnosing and treating patients having proliferativ e 
disorders, such as cancers, in\ ol\'ing mutations in a Sal2 gene and encoded protein. 

Identifying uenes altered in cancerous cell s 
Host range sclcclion of viruses 

The present invention describes the use of tumor host range mutant viruses (T-HR 

})iuliiciaLiiig cciis. T-HR nuilauls gLMicrall> ha\e a mutation thai causes a modificalioii ol 
function of the protein encoded b\ that gene. These mutations typically lie in the 

traiisfoi'iniiv^ ^.:ciil's of ihc n\ \ liiinor \ lnlsc^ aiul arc u^lulll\ acn\ aloi ^ ol cellular pw:^' 
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oncogenes or inaclix ators of tumor suppressor genes. T-HR mutants may be isolated 
based on their ability to propagate (i.e. to replicate and disseminate) only in tumor cells 
that have mutations in the cellular protein that is normally targeted by the viral 
transfonning protein. 

5 The methods of the invention ha\ e been applied to a 'tumor host range' selection 

procedure using the polyoma virus as a tool to search for new interactions of viral 
proteins, e.g., T antigens, with cellular proteins. The rationale behind this approach is 
based on the idea that genetic changes in tumor cells resulting in a modification of 
function of the cellular protein can provide the basis for a search to uncover new^ viral 

10 functions and interactions w ith cellular targets. In principle, Tumor host range' selection 
could reveal mutations in other functions, e.g., VPl, 2 or 3 involving interactions with 
receptors or the cellular machinery involved in virus uptake, uncoating or transport to the 
nucleus, or even in some aspect of virus assembly, or enhancer mutations that lead to 
alterations in enhancer function. 

1 5 For example, alterations in yet unknown targets of viral genes might occur in 

spontaneous tumors or non-virally transformed cells. This suggests a rationale for 
isolating T-HR mutants based on modification of function in cancer cells. Mutants 
selected to grow^ in tumor cells, but not in normal cells, are useful for identifying new 
viral gene functions and their cellular targets. Targets identified in this way may include 

20 products of tumor suppressor genes or proto-oncogenes or any factor expressed in normal 
cells, which the virus must inactivate in order to propagate, but that is no longer 
expressed in tumor cells. 

Idcntificciiion ofmSalJ 
25 The utility of the T-HR mutant based approach for identifying new genes 

imoKcd in the susceptibility to proliferative diseases is shown by the identification of 

/;;V.//^ Tlu^ f!<r nTn T MR --^ ^ ' ' - ^ ■ 

'csuilcu ill UK' KlcnlilicaiMMi ^ II :^'v^ic"' ' ■ M\ i.,;aii'.- : .wvi;:,; . 

c>'c!c regulatory protciri> is au\aniageous on two lc\cls: first, in choosing an 
3(> appropriate \\ ild-t\'pe 'bait' corresponding to the region altered m the mutant, and 

sccoiitl. in cnabliivj a Laniiitciscrccn wlici'c ku'k inlcfaclioii wnh llic inulaiii hclpl'iil 
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in identifying cellular largct(s) relevant to the mutant phenotype and possibly also to the 
transformed state of the pemiissi\'e host. One embodiment of the general protocol 
included as an aspect of the invention is outlined in Table 1 below. 
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Table 1 . Tumor Host Range Mutants - Selection Procedure and Target Identification 

I. Mutant Selection 

1 . Random mutagenesis of wild-type viral DNA 

2. Amplification of the mutant virus by growth in tumor cells 
5 3. Cloning by plaque isolation on tumor cells 

4. Screening of plaque lysates for the absence of grow th in nonn^il tpIIq 

5. Molecular cloning and sequencing of the mutant viral DNA 

II. Target Identification and Validation 

0. Screening of a mouse embryo cDNA library in yeast with w ild-type bait 
10 7. Counterscreening positive clones for lack of interaction with mutant bait 

8. Construction of complete cDNA expressing the target protein 

9. Verification of viral protein-cellular target interactions /// vitro and /;/ vivo 
(e.g., T antigen-cellular protein interactions). 

III. Identification of Risk Factors 

15 10. Sequencing DNA derived from a tumor 

1 1 . Sequencing DNA derived from nomial tissue of the same patient 

12. Using the sequence information to establish whether the mutation is somatic 
of germ line 

13. Using this information in an epidemiological study to assess risk factors in a 
20 population 

What follow s is an illustration of the use of the methods of the invention to 
identily a new target of large T antigen, referred to as mSal2, using T-HR mutants of the 
polyoma\ irus. First, tumor host range selection identified a host range mutant of the 
25 polyoma\'irus that is able to grow in certain tumor or transfonned cells but not in normal 
cells. The mutant virus encodes an altered large T antigen protein and is defecti\ e in 

iriSal2 shows no inieraclion with tlic nnilaiil large T anligcn. Spcci ficall> , the mutant 
30 \ irus lails to bmd mSal2 and is unable to propagate or to induce most of the tumor types 

ill the mou^c dial the \v i 1 \ \ n'li^ 1\ pu\ill\ iiiJik'^n 
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TIk gene product pi 50'^''' is expressed in a number of mouse and human tissues. 
It is found in nuclei of germinal epithelial cells from normal human ovary but is missing 
or altered in ovarian carcinomas derived from these cells (Table 3). Using an antibody to 
mSal2 that cross-reacts with the human protein, Sal2 was shown to be expressed as a 
5 protein of approximately 150 kDa in several normal murine and human tissues. Nonnal 
human ovarian epithelial cells show strong nuclear stainine with the antibody A 
majority of ovarian carcinomas derived from these cells show no detectible pi 50''''" by 
Western analysis and are negative by in situ immunochemistry. Some tumors display 
diffuse cytoplasmic, rather than nuclear, staining. (See Examples below.) 

10 mSal2 is a zinc finger protein and a putative transcription factor that may have a 

role as a tumor suppressor. mSal2 is homologous to the Drosophila homeotic gene spalt 
and to sal homologues identified in several vertebrate species (see below). The human 
homologuc of the Drosophila spalt gene, hSal2, has been mapped adjacent to, or 
overlapping w ith, a chromosomal region associated with a loss of homozygosity in 

1 5 ovarian and other cancers. 

The spalt or sat gene family of transcription factors is conserved in evolution 
from flies to man. First identified in Drosophila, spalt is a region-specific homeotic gene 
which functions in specifying anterior and posterior structures in the early embryo 
(Kuhnlein et al., £A/^0 J 13:168-179 (1994); Jurgens et al., 0/50 J 7:189-196 (1988)) 

20 and also in later stages of organogenesis (Kuhnlein et al., Mech. Dev. 66:107-1 18 (1997); 
Barrio et al.. Dev. Biol. 215:33-47 (1999)). .sy^^/Zz-related sal genes have been identified 
and studied in worms (Basson et al.. Genes Dev. 10:1953-1965 (1996)), fish (Kostcr et 
al.. Development 1 24:3 1 47-3 1 56 ( 1 997)), frogs (Hollemann et al., Meeh. Dev. 55:19-32 
(1996); Onuma, Bioehem. Biophys. Res. Commun. 264:151-156 (1999)), mice (Ott et al., 

25 Meeh. Dev. 56:1 17-128 (1996); Kohlhase et al., Nat. Genet. 18:81-83 (2000)) and man 
(Kohlhase et al., Genomies 38:291-298 ( 1 996); Kohlhase et al., Genonues 1:216-222 
( 1 ')()<))■ KoliUvi. . f ■ — ■ ■ " . : ^ ■ ^ : ■ - ■ ■ 

>\ iiui'iniic ( Koliihasc CI ai.. .\(;/. denei. 1N:SI-S3 (1998)). Sal prolcms contam multiple 
30 Zinc fingers, which irequentl>' occur as C^21I2 pairs with a conserved motif ( Kuhnlein et 

al.. I- MHO J 1 ^UA-rv) ( 1^)W4)) iiiS.ii: a Nlriicliiial an aiiL^Laiiciil 1\i^k\i11\ -ecu m 
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\ crlcbratcs with a single finger (C3H) near the amino-tcrminus and a cluster of three 
fingers (C2H2) considered essential for DNA binding in the middle portion of the protein 
(Pabo et al. Rev. Biochem. 61:1053-1095 (1992)). Like other Sal proteins, mSal2 
has both glutaniine-rich and proline- and alanine-rich sequences consistent with its 
transcriptional activator and repressor functions. 

Although it has been shown in several species that Sal family trarmrrintinn r^rtors 
play important roles in embryonic development, downstream target genes have yet to be 
identified. Nevertheless, two important signaling pathways lying upstream o{ sal have 
been recognized. Regulation spali occurs in part through dpp, a member of the TGF-P 
family, which functions as a 'gradient morphogen' in the early Drosophihi embryo (de 
Celis et al., Nature 381 :42 1-424 (1996); Lecuit et al.. Nature 381 :387-393 (1996); Nellen 
et al., Cell 85:357-368 (1996)). In Medaka, Sail expression occurs in response to hh 
{hedgehog) and is downregulated through PK-A (Koster et al., Development 124:3147- 
3156 (1997)). The TGF-P family of polypeptides has well known inhibitory effects on 
epithelial cell growth and survival Disruptions in signaling pathways initiated by TGF-p 
are known to occur in some cancers (Kretzschmar et al., Current Opinion in Genetics & 
Development "i'AQl^AW (1998); Serra et al., Mm/re Afe/. 2:390-391 (1996)). In 
particular, mutations in SMAD genes, essential mediators of signaling via TGF-P 
receptors, have been linked to pancreatic, colorectal, and other cancers (Eppert et al., Cell 
86:543-552 (1996); Hahn et al. Science 271 :350-353 (1996); Schutte et al.. Cancer Res. 
56:2527-2530 (1996)). Similarly, disruptions in signaling via ^hedgehog^ ligands and 
their "patched^ receptors are important in de\'elopmcnt of basal cell carcinoma (Hahn et 
al.. Cell 85:841-851 (1996); Johnson et al., Scwnce 272:1668-1671 (1996); Oro et al.. 
Science 276:817-821 (1997); Stone et al.. Nature 384:129-134 (1996)). 

Diagnosis 

.auiiiik':. .^i^iiLi. v ^^^itL.-> iiiai ale aiicicu lii LanccroLis cci 1^, lai'gcl gene 

profiles can also be used to diagnose and or stage \anous proliferative disorders and for 
diagnosing pre-symptomatic genetic lesions in normal tissues. The methods of the 

pi'ocnl nnciilioii i-aii be iiscil to diaL:iui>L' caiK'croiiN ^clN in a palicnl b\ dclci'iiiiiiiiii: 
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whether the cells of the patient can act as permissive hosts for the growth of a mutant 
virus, particularly a T-HR mutant. As described above, a permissive host for the growth 
of a mutant virus (e.g., a mutant virus that lacks a functioning transfomiing protein) has a 
mutation in a cellular gene that is the target for the wild-type viral protein that 
5 corresponds to the mutant \ iral protein. This cellular mutation is believed to compensate 
for the modification of function in a particular gene in the T-HR mutant and contrihntp to 
the cancerous phenotype of the cell. 

Once a target protein has been identified, tests for the lack of interaction of the 
cellular protein w ilh the mutant viral protein are used to confimi the specificity of the 

10 interaction of the cellular protein w ith the w ild-type (transforming) protein. A lack of 
interaction indicates that binding of the wild-type viral protein to the cellular protein is 
specific. Protein interaction can be verified by numerous methods know to those skilled 
in the art, including, for example, yeast two-hybrid assays, GST-pull dowii assays, co- 
immunoprccipitation, and Far- Western analysis. General guidance regarding these 

1 5 techniques can be found in standard laboratory^ manuals, such as Ausubel et al. {Current 
Protocols in Molecular Biology, John Wiley & Sons, New^ York, NY, (1994)), and 
Sambrook et al. {Molecular Cloning: A Laboratory Manual, Cold Spring Harbor 
Laboratory, N.Y., (1989)). Once an interaction between the wild-type viral protein and 
the cellular protein is confirmed, the complete gene and gene product can readily be 

20 identified by those skilled in the art using, for example, the methods described below. 

The present invention recogni/es that the T-HR mutant selection procedures 
identified herein may identify mutant cellular genes, and their encoded protein products, 
e.g., cellular genes encoding cell cycle proteins, tumor suppressors, proto-oncogenes, 
transcriptional factors, regulators of apoptosis, etc., that have genetic lesions associated 

25 with a particular proliferative disorder. Those skilled in the art will appreciate that many 
proliferative disorders, such as cancers, correlate with a particular mutation or mutations 
ill \hc n\ \ of:] PMti'Mit IV .,.,..m;m;-^ ■ ' ■ - 

yermhne origin. Tliis iiiioi nidiioii ihai n]a\ he used to screen a population as a whole for 
30 individuals that are at an increased risk of developing a particular type of prolilerati\e 

dis(M'dcr 
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The present in\'cntion provides a method of identifying a genetic lesion in a cell 
by determining whether a cell can act as a permissive host for the growth of a particular 
T-HR mutant, such a T-HR mutant virus being capable of growing on a cell having a 
specific genetic lesion and not being capable of growth on a cell lacking this genetic 
5 lesion. This type of information may even be used to further characterize the cancer cell 
(e.g., to grade the stage to which the cancer has progressed). 

hi addition, the cellular gene that encodes a protein that is a target for a viral 
transfomiing protein may also be analyzed to determine whether there is a genetic lesion 
in the cellular gene. Such a genciic lesion may be associated with a particular cancer. As 

10 noted above, a genetic lesion in the Sal2 gene has been identified by the present invention 
that may be associated with ovarian cancer. Specifically, this genetic lesion, resulting in 
the substitution of a Cys for the Ser at position 73 in protein encoded by the mSal2 gene 
of SEQ ID NO:4, has been identified in DNA from blood samples from patients with 
ovarian cancer. Probes and primers based on this genetic lesion may be used as markers 

15 to detect the Ser73Cys change in samples from other patients. 

A genetic lesion in a candidate gene may be identified in a biological sample 
obtained from a patient using a variety of methods available to those skilled in the art. 
Generally, these techniques involve PGR amplification of nucleic acid from the patient 
sample, followed by identification of the genetic lesion by either altered hybridization, 

20 aberrant electrophoretic gel migration, restriction fragment length polymorphism (RFLP) 
analysis, binding or cleavage mediated by mismatch binding proteins, or direct nucleic 
acid sequencing. Any of these techniques may be used to facilitate detection of a genetic 
lesion in a candidate gene, and each is w ell know n in the art; examples of particular 
techniques are described, without limitation, in Orita et al. (Froc. Natl Acad. Sri. USA 

25 86:2766-2770, 1989) and Sheffield et al. (Proc. Natl. Acad. Sci. USA 86:232-236 (1989)). 
Furthermore, expression of the candidate gene in a biological sample (e.g., a biopsy) may 
he monitored b\' staiidnrd VorTluM-t^ Mni in - - - n ' k !>f i' 

( 19^)4): /'( R Tcch}U)!()^v: Pnih i/'u\s iuni Appiicatioiis Jor DNA Aniplificatioiu 11. A. 
30 l:hrlich. Hd., Stockton Press, N^'; Vap el al., .\//( /. Acids, Res. 19:4294 (1991 )). 
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Once a genetic lesion is identified using the methods of the invention (as is 
described above), the genetic lesion is analyzed for association with an increased risk of 
developing a proliferative disorder. In this respect, the present invention provides a 
method of detecting the presence of a genetic lesion in the human Sal 2 gene in a 
5 physiological sample, however the method is not limited to this one gene, but rather can 
be applied to any gene that is associated with an increased risk for develnnina n 
proliferative disorder. 

Furthemiore, antibodies against a protein produced by the gene included in the 
genetic icbiun, for example the Sal2 protein. Antibodies may be used to detect altered 

10 expression levels of the protein, including a lack of expression, or a change in its mobility 
on a gel, indicating a change in structure or size, hi addition, antibodies may be used for 
detecting an alteration in the expression pattern or the sub-cellular localization of the 
protein. Such antibodies include ones that recognize both the wild-type and mutant 
protein, as well as ones that are specific for either the wild-type or an altered fomi of the 

1 5 protein, for example, one encoded by a polymorphic Sal2 gene. Monoclonal antibodies 
may be prepared using the Sal2 proteins described above and standard hybridoma 
technology (see, e.g., Kohler et al.. Nature 256:495 (1975); Kohler et al., Eur. J. 
Immunol. 6:51 1 (1976); Kohler et al., Eur. J. Immunol. 6:292 (1976); Hammerling et ah. 
In Monoclonal Antibodies and T Cell Hyhridomas, Elsevier, New York, NY (1981); 

20 Ausubel et al.. Current Protocols in Molecular Biology, John Wiley 8i Sons, New York, 
NY ( 1994)). Once produced, monoclonal antibodies are also tested for specific Sal2 
protein recognition by Western blot or immunoprecipitation analysis (by the methods 
described in, for example, Ausubel cl al. [Current Protocols in Molecular Biology, John 
W^iley & Sons, New York, NY (1994)). 

25 Antibodies used in the methods of the invention may be produced using amino 

acid sequences that do not reside within highly conserved regions, and that appear likely 

l!ie (iC'(i [\ickagc, \ eision ^, iv9i ) using Ihc algorithm of Jameson and \\o\\{i'ABI()S 
30 4:181 (1 988)). fhese fragmenls can be generated b\' standard techniques, e.g., by the 

Vi^R, aiul cloncJ iiilo the p(l! \ c\pi\'NMon \ ccI^m' ( AiiMihcl cl al . ( urrcm Pf' >i"( ^ >i^^ 
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Molecular Biology, John Wiley & Sons, New ^'ork, NY (1994)). GST fusion proteins 
are expressed in E. coli and purified using a glutathione agarose affinity matrix as 
described in Ausubel et al. {Current Protocols in Molecular Biology, John Wiley & Sons, 
New York, NY, (1994)). 
5 To generate rabbit polyclonal antibodies, and to minimize the potential for 

obtaining antisera that is non-specific, or exhibits low-affinity binding, two or three 
fusions are generated for each protein, and each fusion is injected into at least two 
rabbits. Antisera are raised by injections in series, preferably including at least three 
booster injections. V\\t^c nielhods \ov antibody production and characterization are 

10 applicable to any other protein that is identified by the methods of the invention. 

The antibody may be used in immunoassays to detect or monitor protein 
expression, e.g., Sal2 protein expression, in a biological sample. A polyclonal or 
monoclonal antibody (produced as described above) may be used in any standard 
immunoassay fomiat (e.g., ELISA, Western blot, or RIA) to measure polypeptide levels. 

1 5 These levels may be compared to normal levels. Examples of immunoassays are 

described, e.g., in Ausubel et al. {Current Protocols in Molecular Biology, John Wiley 
Sons, New York, NY (1994)). Immunohistochemical techniques may also be utilized for 
protein detection. For example, a tissue sample may be obtained from a patient, 
sectioned, and stained for the presence of Sal2 using an anti-Sal2 antibody and any 

20 standard detection system (e.g., one which includes a secondary antibody conjugated to 
horseradish peroxidase). General guidance regarding such techniques can be found in, 
e.g., Bancroft and Stevens {Theory and Practice of Histological Techniques, Churchill 
Livingstone ( 1982); and Ausubel et al.. Current Protocols in Molecular Biology, John 
WMley & Sons, New York, NY (1994)). 

25 

Use ofhSalJ as a Diagnostic Tool 

an cxanii^lc nftb^/ Mtnii' ^.i'h,; i -i ' - : : ■ 

^ Uiiiior >upprcssoi" loi i>\ ariaii ^■aiK\'f na- .'\p!t>!\\: ,\:\\:^\ :'. *v . : ,\aiiiii. 

mini her of o\ariai] carcinoiiias lov cxpicssion oi pi 5() " " and for mutations in the gene. 
30 Approximatel}' S()** o of the tumors examined w ere negati\ e or showed altered or reduced 

patterns of c\prcssi(^ii h\ Wcsicni aiial\M^ Iinniunolocali/ation iii ti"o/cn ti^sac 
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show ed strong staining in nuclei of epithelial cells on the surface of the normal o\'ary. In 
most instances, tumor cells showed a complete lack of staining. Cytoplasmic rather than 
nuclear staining was seen in some areas of others ise negative tumors. A limited screen 
for mutations in hSal2 uncovered point mutations in four cases. Cytogenetic approaches 
5 and major sequencing effort may he carried out using microsatellite markers. Such 
approaches have been used to map hSal2 adjacent to, and possibly overlapping with -a 
chromosomal region associated with loss of homozygosity in ovarian (Bandera et al., 
Cancer Res. 57:51 3-5 15 (1 997)) and other cancers, e.g., bladder cancer (Chang et al.. 
Cancer Res. 55:3246-3249 (1995)). 
10 The mSal2 gene identified by the present invention may be used to further 

elucidate the cellular pathways of tumor suppression that regulate key cell cycle events. 
Alternatively, mSal2 may be used to screen for potential tumors, e.g., lung tumors, brain 
tumors, stomach tumors, prostate tumors; ovarian tumors, tumors in SCID mice, as w^ell 
as in knockout or transgenic animals, as discussed in detail below. 

15 

Treatment 

In addition to providing a method for identifying genes altered in cancer cells and 
diagnosing patients w ho carry such mutation, the invention further provides a method of 
killing an abnomially proliferating cell using a tumor host range mutant virus. 

20 For example, T-HR mutants can be used to specifically target and kill cancer cells 

in an organism. Since these viruses can only propagate in cells that carry a mutation in a 
cellular gene that the \'irus would nomially ha\'e to actix ate, in the case of proto- 
oncogene, or inacti\ ate, in the case of a tumor suppressor gene, in order to propagate, 
such a virus would be specific to abnormal cells. Therefore, T-HR mutants can be used 

25 to specifically eliminate cancer cells from a patient. For example, a T-HR mutant (i.e., a 
polyoma\'irus carrying an altered large T antigen causing it to be defecti\ e in replication 
and tUHK^r indiictitM?) m;i\' - i ;)i i , 

ilducvcr, one skilled in llic ari would reaii/e iliat an> number of genes, includmg 
3<) ones m\ ol\ ed in cell grow th, cell c>'cle regulation, and apoptosis, may be altered in 

caTicor cells. The niclhods o{ in\ eiitioii arc applicable lo an\ allcration in a cancc! 
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cell thai allows a T-HR mutant to grow. Therefore, any cancer that enables a T-HR 
mutant to propagate can be treated according to the methods of the invention disclosed 
herein. 

The therapeutic T-HR mutant may be administered by any of a variety of routes 
5 known to those skilled in the art, such as, for example, intraperitoneal, subcutaneous, 
parenteral, intravenous, intramuscular, or subdemial injection. However, the T-HR 
mutant may also be administered as an aerosol, as well as orally, nasally, or topically. 
Standard concentrations used to administer a T-HR mutant include, for example, 10^, 10\ 
10"^, iO\ or 10^' plaque forming units (piu)/animal, in a pharmacologically acceptable 

10 carrier. Appropriate carriers or diluents, as w^ell as what is essential for the preparation of 
a phamiaceutical composition are described, e.g., in Remington 's Pharmaceutical 
Sciences (18^^^ edition), ed. A, Gennaro, 1990, Mack Publishing Company, Easton, PA, a 
standard reference book in this field. 

Fomudations for parenteral administration may, for example, contain excipients, 

15 sterile water, or saline. For inhalation, fomiulations may contain excipients, for example, 
lactose. Aqueous solutions may be used for administration in the fonn of nasal drops, or 
as a gel for topical administration. The exact dosage used will depend on the severity of 
the condition (e.g., the size of the tumor), or the general health of the patient and the 
route of administration. The T-HR mutant may be administered once, or it may be 

20 repeatedly administered as part of a regular treatment regimen over a period of time. 

Compounds that may be tested for an effect on proliferative diseases can be from 
natural as well as synthetic sources. Those skilled in the field or drug disco\ ery and 
dex elopment will understand that the precise source of test extracts or compounds is not 
critical to the methods of the invention. Examples of such extracts or compounds 

25 include, but are not limited to, plant-, fungal-, prokaryotic-, or animal-based extracts, 
fermentation broths, and synthetic compounds, as well as modification of existing 

■. Ill lies i:> u. ^LMni-N \ niiKNis <M- loi.M - \ nthc^! - 1 . ■ .iijiiiu . ^ - n ipv u.i 

including. !^iit ]mM limilcu Wk saLLnaiidc-. lipid-, peptide-, and nucleic acid-based 
3n compounds. S\nthetic compound libraries are commercially a\ailable from Brandon 
Ass(U^iatcs ( McrriiiKick. \I 1 ) and Mdficli ( lieniical ( Milw aiikcc. \\ I ). \Itci'iKin\ cl\ . 




libraries of natural compounds in the fomi ofbacleriaK fungal, plant, and animal extracts 
are commercially available from a number of sources, including Biotics (Sussex, UK), 
Xcnova (Slough, UK), Harbor Branch Oceangraphics Institute (Ft. Pierce, FL), and 
PhamiaMar, U.S.A. (Cambridge, MA). In addition, natural and synthetically produced 
5 libraries are produced, if desired, according to methods known in the art, e.g., by standard 
extraction and fractionation methods. Furthemiore, if desired, any library or compound 
IS readily modified using standard chemical, physical, or biochemical methods. 

Tnnisgpuic and Knockout Auitnals 

10 The present invention provides transgenic and knockout animals that develop 

ovarian tumors and accurately recapitulate many of the features of the human ovarian 
tumor. Animal models of ovarian carcinoma are currently not available. Without 
limitation, particularly preferred transgenic or knockout animals are those in which the 
tumorigenic phenotype is fully penetrant, the rate of progression of the neoplasm is rapid, 

1 5 and/or the lifespan of the transgenic or knock-out animal is not shortened by a knockout- 
or transgene-related pathology in other organs. Of course, it will be appreciated that 
these traits are not required. 

The generation of transgenic or knockout mice may provide a valuable tool for 
the investigation of human ovarian cancer by generating a mouse model for studying the 

20 disease, based on the description of the human Sal2 gene provided above. Preferably, the 
hSaI2 gene is used to produce the transgenic mice or the mSaI2 gene is the target of the 
knockout. Howc\'er, other Sal2 genes may also be used to produce transgenic mice 
pro\'ided that they arc compatible with the mouse genome and that the protein encoded 
by this gene is able to cairy out the function of the mSal2 protein. 

25 Furthemiore, a transgene, such as a mutant Sal2 gene, may be conditionally 

expressed (e.g., in a tetracycline sensitive manner). For example, the promoter for the 
Xf//^ gene nia\' contaiii a scqucnt\Mh;it 1:'''- ■ 

PioULicl ^'caNO wiicii kMi'ac\ ciniL' ;uini iii i^tciwi 't^-..' '^^^m!-. • ";: 
example, a tclracy(Hinc-h!nd!ng operator. iCtO. is leguiaied b\ I'hc addition ot 

30 telracNcline, or an analog thereof, to tlie organism's w ater or diet. The tetO ma\' be 
operahh'-linkcd to a ctxiiny royitMi. foi" example a nuitanl S,i!2 ijeiie 1 he N\Nteiii al^^ 




may include a tetracycline transacti\ ator (tTA), which contains a DNA binding domain 
that is capable of binding the tetO as well as a polypeptide capable of repressing 
transcription from the tetO (e.g., the tetracycline repressor (tetR)), and may be further 
coupled to a transcriptional activation domain (e.g., VP 16). When the tTA binds to the 
5 tetO sequences, in the absence of tetracycline, transcription of the target gene is activated. 
How ever, binding of tetracycline to the tTA prevents activation. Thus, a gene onerMhly- 
linked to a tetO is expressed in the absence of tetracycline and is repressed in its 
presence. The tetracycline regulatable system is well known to those skilled in the art 
and is described in, foi example, WO 94/29442, WO 96/40892, WO 96/01313, and 

10 Yamamoto et al. {Cell 101:57-66 (2000). 

In addition, the knockout organism may be a conditional knockout. For example, 
FRT sequences may be introduced into the organism so that they flank the gene of 
interest. Transient or continuous expression of the FLP protein may then be used to 
induce site-directed recombination, resulting in the excision of the gene of interest. The 

1 5 use of the FLP/FRT system is well established in the art and is described in, for example, 
U.S. Patent Number 5,527,695, and in Lyznik et al. {Nucleic Acid Research 24:3784- 
3789 (1996)). 

Conditional knockout organisms may also be produced using the Cre-lox 
recombination system. Crc is an enzyme that excises DNA between two recognition sites 
20 termed loxP. The ere transgene may be under the control of an inducible, 

developmentally regulated, tissue specific, or cell-type specific promoter. In the presence 
of Cre, the gene, for example a Scd2 gene, flanked by loxP sites is excised, generating a 
knockout. This system is described, for example, in Kilby et al. (1 rends in Genetics 
9:413-421 (1993)). 

25 Particularly preferred is a mouse model for o\ arian cancer wherein the nucleic 

acid encoding a Sal2 gene is expressed in the cells of the o\'ary of the transgenic mouse 

such that tlic transv'Oiiir iiiM!!^.- ,1,;'. ^' ' ■' - ' ■ 

t ragmen! o!" large T aiiiigcri uiidci iiic cc^nux^l o! an ov arian specific promoter, or ha\ e a 
3(t knockout of the niSnlJ gene. In addition, ox arian cell lines from these mice may be 

established b\ mcthinls staiuiai'tl iii the ai'l 
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Transgenic animals may be made using standard techniques. For example, a gene 
encoding a cellular proto-oncogene, tumor suppressor gene, or other cellular protein, e.g., 
a cell cycle regulating protein, may be provided using endogenous control sequences or 
using constitutive, tissue-specific, or inducible regulatory sequences. Any tissue specific 
5 promoter may direct the expression of any Sal2 protein used in the invention, such as 
ovarian specific promoters, bladder specific promoters, and colon specific promoter^; 
For example, knockout mutations may be engineered in the gene encoding the proto- 
oncogene or tumor suppressor gene and the mutated gene may be used to replace the 
wild-type Scil2 gene. 

10 Construction of transgenes can be accomplished using any suitable genetic 

engineering technique, such as those described in Sambrook et al. {Molecular Cloning: A 
Laboratory Manual, Cold Spring Harbor Laboratory, N.Y., (1989)). Many techniques of 
transgene construction and of expression constructs for transfection or transformation in 
general are known and may be used for the disclosed constructs. Although the use of 

15 hSal2 in the transgene constructs is used as an example, any other protein encoded by an 
oncogene may also be used. 

One skilled in the art will appreciate that a promoter is chosen that directs 
expression of the oncogene in the tissue in which cancer is expected to develop. For 
example, as noted above, any promoter that promotes expression of mSal2 in ovarian 

20 cancer cells can be used in the expression constructs of the present invention. Preferred 
ovarian promoters include, for example, promoters that are expressed in ovarian 
epithelial cells, such as, the polyoma v irus promoter, the SPARK promoter, and the 
DOC-2 promoter. One skilled in the art would be aw are that the modular nature of 
transcriptional regulatory elements and the absence of position-dependence of the 

25 function of some regulatory elements, such as enhancers, make modifications such as, for 
example, rearrangements, deletions of some elements or extraneous sequences, and 
insertion (^fhctcr(M(VM^ii< cl^MTh^ntv p(^v.;i^i ■ v--;. -.. * . i : - ' 

Such informatio:^. can be used to diiccl inouincaiion ol tlie elements, it\lesn"ed. It is 
30 preferred, ho\\ e\ er, that an mtact region of the transcriptional regulatory elements of a 

gene is used. Once a suitalMc trausycno consti-iicl lia^ been mailc. an\ ^ll^ablc technique 




for introducing this construct into embryonic cells can be used, an example of such a 
technique is provided in Example 9. 

Animals suitable for transgenic experiments can be obtained from standard 
commercial sources such as Taconic (Germantown, N.Y.). Many strains are suitable, but 
5 Swiss Webster (Taconic) female mice are preferred for embr}^o retrieval and transfer. 
B6D2F (Taconic) males can be used for mating and vasectomized Swiss Webster studs: 
can be used to stimulate pscudopregnancy. Vasectomized mice and rats are publicly 
available from the above-mentioned suppliers, How^ever, one skilled in the art would 
also know how to make a transgenic mouse or rai. An example of a protocol that can be 
1 0 used to produce a transgenic animal is provided in Example 9. 

Use of Transgenic and Knockout Animals 

The disclosed transgenic and knock-out animals may be used as research tools to 
determine genetic and physiological features of a cancer, and for identifying compounds 

15 that can affect ovarian and other tumors. Knockout animals also include animals where 
the normal gene has been inactivated or removed and replaced with a polymorphic allele 
of this gene. These animals can serve as a model system for the risk of acquiring a 
proliferative disease that is associated with a particular allele. 

In general, the method of identifying markers associated with a proliferative 

20 disorder, such as ovarian tumors, involves comparing the presence, absence, or level of 
expression of genes, either at the RNA level or at the protein level, in tissue from a 
transgenic or knock-out animal as described above, and tissue from a matching non- 
transgenic or knock-out animal. Standard techniques for detecting RNA expression, e.g., 
by Northern blotting, or protein expression, e.g., by Western blotting, are w ell know n in 

25 the art. Differences between animals such as the presence, absence, or level of 

expression of a gene indicate that the expression of the gene is a marker associated w ith a 
proliferati\'e disorder, such o\ ari;in tiinv>' - T^/ '^^< ■ i' ■ ■ i • ■ 

disease, and may be mediators o!~d:sease progression, ideniillcalion of such mediators 
30 would be useful smce lhe>' are possible therapeutic targets. Identification of markers can 
take scN'cral fonns. 
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One method by which molecular markers may be identified is by use of directed 
screens. Patterns of accumulation of a \'ariely of molecules that may regulate growth can 
be surveyed using immunohistochemical methods. Screens directed at analyzing 
expression of specific genes or groups of molecules implicated in pathogenesis can be 
5 continued during the life of the transgenic or knockout animal. Expression can be 

monitored by immunohistochcmistry as well as by protein and RNA blottinu techniques 
Mestastatic foci, once fomied, can also be subjected to such comparative surveys. 

Alternatively, molecular markers may be identified using genomic screens. For 
example, ovarian tissue can be recoveicd from young transgenic or knockout animals 

10 (e.g, that may have early stage carcinoma) and older transgenic or knockout animals (e.g., 
that may have advanced stage carcinoma), and compared with similar material recovered 
from age-matched normal littemiate controls to catalog genes that are induced or 
repressed as disease is initiated, and as disease progresses to its final stages. These 
surveys will generally include cellular populations in the ovary. 

1 5 This analysis can also be extended to include an assessment of the effects of 

various treatment paradigms (including the use of compounds identified as affecting 
ovarian tumors in the transgenic or knockout animals) on differential gene expression 
(DGE). The infomiation derived from the surveys of DGE can ultimately be correlated 
with disease initiation and progression in the transgenic or knockout animals. 

20 The following examples are meant to illustrate the invention and should not be 

construed as limiting. 



Ex amples 

Example 1: Isolation Of TMD-25 Using A Tumor Host Range' Selection 
25 A procedure for isolating 'tumor host range' mutants (e.g., T-HR mutants) and 

identifying cellular targets is outlined in below. 

Identification of a I lost F;ict(M' !h;it int.'i- i^^ - ;.i i \ - . : 

^ >cicci 1 io>\ KaiiLzc Muianl^ 
1) Identify Host Range Mutations 
30 3) Identify Host Range Target and X'alidation 

4) Biological Pn^pcrtic^: 
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(i) Viral DNA Replication 

(ii) Transformation 

(iii) Tumorigenicity 



5 Pemiissive hosts were chosen based on a screen of mouse cell lines derived from 

non-polyoma-induced tumors or transfomied cells using the followinu criteria: (\) 

susceptibility to lytic infection by wild-type polyoma virus, and (ii) ability to be used in 

standard plaque assays. 

Among a number of qualifying cell lines, two were chosen: A6241, derived from 
10 a spontaneous mammary tumor in a C57BR mouse, and TCMK-1, a SV40-transformed 

baby mouse kidney cell line. Primary baby mouse kidney epithelial cells (BMK) were 

used throughout as the non-permissive host. 

Randomly mutagenized virus was prepared by passage of a plasmid containing 

wild-type polyoma viral DNA through the error prone Mut D strain of E. coli, followed 
15 by excision of the viral genome and transfection into TCMK-1 cells. After several cycles 

of virus grow th in the same cells, individual plaques w ere isolated using TCMK-1 cells. 

An aliquot of virus in each plaque suspension was inoculated into BMK cell cultures. 

Virus from plaques that induced no cytopathic effect (CPE) on BMK cells after 10-14 

days was amplified using TCMK-1 cells. Mutant DNAs were cloned, reconstituted as 
20 virus by transfection of pemiissive cells, and confimied to retain the desired host range. 

The frequency of mutants was approximately one in several thousand plaques tested. The 

T-HR mutant TMD-25 was isolated by this procedure. 

Fig.l shows the results of CPE tests comparing wild-type polyoma virus and 

TMD-25 growth in BMK, TCMK-1, and A6241 cells. Primary baby mouse kidney cells 
25 (BMK), SV4() Large T antigen transformed mouse kidney cells (TCMK), and 

spontaneous mouse mammary tumor cells (A()241 ) were mock-infected (Mock), or 

infcctcci \\ith 2-^ iMn (>r\vil(l t\!^r p<^l*--'^^ ^ ^ ' ' ' ' ' ' ■ ^ ^ ' ^ 

\ u'al grow th.. 

30 1 V1D25 mutants grew poorl>', if at all, on primary BMK cells, but could grow on 

iransfornictl or tumor-dcri\ ctl cells, w hilc w iKl-t\ pc pi^lx (Miki \ ii'iis l^icw w cll on all line 



cell-types. Extensive CPE developed in the TCMK-1 and A6241 cultures infected by the 
TMD25 mutant. Infectious mutant virus was produced in these cultures, although with 
somewhat slower kinetics and with lower final yields compared to wild-type virus. In 
contrast, no discernible CPE was noted in mutant-infected BMK cultures, even after 
extended periods of incubation of up to three weeks. Growth of TMD-25 on the 
spontaneous tumor line A6241 rules out the possibility that its growth depends: <;trirtly nn 
complementation by SV40 large T antigen, which is expressed in TCMK-1. 

Example 2: Sequencing Of TMD-25 And Screening For Targets In Yeast 
The mutation in TMD-25 responsible for its 'tumor host range' was localized to 
the carboxyl-terminal half of polyoma large T antigen as a result of studies using 
chimeric viruses constructed by ligating complementary DNA fragments from TMD-25 
and wild-type virus. A combination of marker rescue and sequence analysis of this 
region revealed a twenty base pair duplication (circled) in TMD-25 encompassing the 
carboxyl-temiinus of large T antigen. The resulting frameshift leads to replacement of 
the last 12 amino acids by 1 1 foreign residues (underlined) (SEQ ID N0S:9 to 12) (Fig. 
2A). 

It is possible that the carboxyl-temiinal region of large T antigen is invok ed in 
binding to some cellular target as an essential step in virus growth and that the mutation 
in TMD-25 abolishes this interaction. As a first step toward identifying a possible 
cellular target, a cDNA library constructed from 9.5 to 10.5 day-old mouse embryos was 
screened in yeast two-hybrid assays, using the carboxyl-terminal portion of normal large 
T antigen (amino acids 335-782) as bait. 

Twenty-two positive clones were analyzed. Nineteen of these clones were 
represented by nine independent but overlapping cDNA sequences that centered around a 
sixty-six amino acid region (amino acids 900-965) encompassing a zinc finger pair in the 

winch IS rcialcd lo s/hiU ui Drosophila. 

fhe positive mSal2 clones did not interact w ith the carboxyl-temiinus of TMD25 

laiL'c T anliL!cn, as iiuiicalcd b\ llic ^jrowih ( ■ ) tW'xcaNi colonics on hisiuiuic innuiN plalc^ 




when using nomial polyoma large T antigen as bail, but no growth using TMD25 large T 
antigen as bail (Fig. 2B, right panel), consistent with the notion that the host range defect 
of TMD-25 is based on its inability to bind this protein. All the His+ yeast colonies were 
also LacZ positive. 

5 On continuous propagation in permissive cells, the TMD-25 mutant proved to be 

unstable, ^ivinu rise to wild-tvDe virus revertants. To obtain m *;t^ihlp mntnnt anH tn 
further pinpoint the region of large T antigen essential for binding, (SEQ ID N0S:13 to 
21 ), an analysis of the wild-type bait construct was carried out using mSal2 interaction in 
yeast as an assay (Fig. 2C). Truncation of the last six amino acids had no perceptible 

10 effect, but further truncations into the P-L-K sequence at positions 774-776 resulted in a 
loss of interaction. A deletion of these three amino acids in the context of an otherwise 
intact large T antigen was sufficient to prevent interaction with mSal2 and to recreate the 
host range phenotype shown in Fig. 1. The large T antigen deletion mutant 774-776 is 
hereafter referred to as TMD-25. The original defect of TMD25 is underlined, and the 

15 three amino acid region is framed in Fig. 2. 

Example 3: Validation Of mSal2 As A Target Of Large T Antigen 
A complete cDNA was obtained using RACE. The sequence was found to be 
identical to that reported recently for mSal2, with a Glu rather than a Lys residue at 

20 position 350. The genomic sequence indicates two altemate short 5' exons each 

encoding 24 amino acids and one unique 3' exon encoding 980 amino acids. The ox erall 
homology with hSal2 is 85"/o using the Blast 2 Sequence program. Eight Zinc fingers arc 
apparent in exon 2. These /inc fingers are organized in four groups with the carboxyl- 
tenninal pair presumed to be an essential part of the large T antigen interaction domain 

25 (Figs. 2B and 3 A). Fig. 3 A shows the corresponding gene region of the mSal2 protein 
fragments used to develop antibodies. The exons arc boxed, with the zinc fingers 

pi 50"^ ^ in mouse and human cells. A pol\ clonal antibod\ was made m rabbits agamst a 
30 GST fusion protein containing 131 amino acids from the carboxyl-terminal large T 

.iiiliLX'ii iiitcr.icUoii Jon lain 1 Mra^Ms ot iiuuinl ^04 aiul hiinian 2'^" cell lines pitibcd w illi 
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this antibody show a single protein species migrating at approximately 150 kDa (Fig. 3B, 
Right Panel). A monoclonal antibody against a 108 amino acid amino terminal fragment 
spanning exons 1 and 2 was isolated (Fig. 3 A). This antibody also detected mSal2 as a 
150 kDa protein as an in vitro translation product (Tr), as well as a protein present in 
5 normal mouse brain extracts (Br)(Fig. 3B). This gene product of mouse and human 
origin is referred to as plSO'"^'*^. To confirm that the single band from the hnm^n roll 
extract is hSal2, extracts from two human cell lines were first probed with the polyclonal 
antibody made against the carboxyl-terminus of mSal2. The filter was then stripped and 
reprobed with the anti-mSal2 amino-temiinus polyclonal antibody. The identical band 

10 w as detected with each of the two antibodies in the human cell lysates (Fig. 3C). 

/// vilro pull-down assays w^ere carried out using a GST fusion of the large T 
antigen interaction domain of plSff""*'^ and extracts of lytically infected or transfected 
cells (Fig. 4A). The filter was blotted with an anti-large T antigen antibody. Lanes to 
''c" show pulldown assays using wild-type polyoma, lytic infected BMK cells; lane ''a" 

15 shows input extract from normal (WT) Py infected BMK cells; lane "b'' shows cell 

extract from lane ''a" pulled down w ith GST alone; lane ''c'' shows cell extract from lane 
"a" pulled down with GST-mSal2 fusion protein. Lanes ''d" to ''h" show pulldow^n 
assays using cell extracts of 3T3 cells transfected with WT large T antigen or TMD25 
large T antigen cDNA: lane "d" shows the input extract from 3T3 transfected with WT 

20 large T antigen cDNA; lane "e" shows the input extract from 3T3 transfected with 

rMD25 large T antigen cDNA; lane ^T' shows the extract of WT large T antigen cDNA 
transfected 3T3 cells pulled dow n with GST alone; lane "g" shows the extract of WT 
large T antigen cDNA transfected 3T3 cells pulled down with GS'f-mSal2 fusion protein; 
and lane ' shows the extract of TMD25 large T antigen cDNA transfected 3T3 cells 

25 pulled down with GST-mSal2 fusion protein. Normal large T antigen synthesized during 
infection of BMK efficiently binds the GST-mSal2 fragment (lanes a to c). Comparing 

To conllrm the large 1 -pi SO""" mleraction /// v/\y;, 3 13 cells were doubl\' 
30 transfected with a x ector expressing full length GST-mSal2 and either wild-type, or 

TMI unit am. larL:c T anti^LZcn cI)\.\n (|- ly. 41^ I ctl Panel ) Cell cMiaLas w crc pulled 
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down with glutathione beads. After electrophoresis and transfer, the filter was blotted 
with anti-large T antigen antibody to show the binding of WT or mutant large T antigen. 
The same filter was blotted again with a monoclonal antibody against mSal2 to show that 
the level of expression of GST-mSal2 is similar in both the WT large T antigen and the 
5 TMD25 large T antigen experiments. Each lane is labeled and the input equaled 3% of 
the extracts used in the co-precipitation assav. Complexes containing nonn^d brgp T 
antigen w ere readily recovered, but no evidence of binding was seen w ith the mutant 
large T antigen. 

A further experiment was done to confine the interaction between the large T 
10 protein and plSO'^'"^ during a lytic viral infection. An extract of wild-type virus-infected 
BMK cells was prepared 24 hours post-infection and incubated with polyclonal serum 
made against the amino temiinal mSal2 fragment. The anti-mSal2 immunoprecipitate 
w^as separated and blotted w^th an anti-T monoclonal antibody. Some of the large T 
antigen present in the virus-infected cell extract clearly immunoprecipitated wqth mSal2, 
1 5 show ing that these two proteins interact (Fig. 4B Right Panel). Polyoma large T and 
pi 50'^^" most likely interact directly through their carboxyl-terminal regions, although 
additional factors may be involved in mediating the bindmg. 

Example 4: TMD-25 Is Defective In Virus Growth And Tumor Induction In The 
20 Newborn Mouse 

Newborn mice were inoculated with either w ild-type or TMD-25 mutant virus 
and follow ed for development of tumors. The ability of TMD-25 to replicate and spread 
in the newborn mouse was examined by whole mouse section hybridization (Dubensky et 
al., llroL 65:342-349 (1991 ). At ten days post inoculation the mutant showed no 
25 signs of replication and spread w hile the wild type virus established a disseminated 
infection w ith extensive replication in many tissues (Fig. 5A). 

mice were inoculated subculaneousl> w ith TMD25 or PTA ( 1 \ each) and sacrificed 
30 ten days later. Fro/en sections w ere probed w ith ^'S labeled \ iral DNA w ith overnight 

cxpti^iH'L' WiUi-lxpc I* I \ >lun\cd slroiiL' icpluMluMi in kuliicx, ^kIn. and ln>!ic>. while 
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the TIVID25 mutant showed no sign of viral rephcation in any of the organs. Table 2 
shows a comparison of tumor induction profile between mSal2 binding mutant TMD25 
and wild-type PTA viruses. Newborn mice were inoculated as described above, and 
sacrificed five months later. Pathological examinations were performed for tumor 
5 profile. Wild-type virus rapidly established a disseminated infection and induced a broad 
spectrum of tumors (Table 2). In contrast. TMO-^.'^ failed to renlir^ite anH ^inrp^H The- 
only tumors found in mutant-infected mice were subcutaneous fibrosarcomas and these 
developed only at the site of virus inoculation. Since TMD-25 is defective in replication 
but retains normal middle and small T functions, these findings are consistent with the 

1 0 expectation that the input mutant virus would be able to infect and transform cells locally 
but be unable to spread. 

These findings are consistent with the expectation that TMD-25 would retain wild 
type transforming ability based on its retention of normal middle and small T functions, 
yet be unable to induce a broad spectrum of tumors because of a failure to replicate and 

1 5 spread. Direct tests of the mutant's transforming ability were carried out using standard 
assays with an established line of rat embryo fibroblasts (Dahl et al., Mol. Cell Biol. 
16:2728-2735 (1996)). Transformation of these cells does not depend on virus 
replication, and middle T alone suffices for transfomiation (Raptis et al., Mol. Cell Biol 
5:2476-2485 (1985)), Mutant virus-infected cells gave rise to foci resembling those 

20 induced by wild-type virus; cells derived from one such focus w^ere confirmed, by DNA 
sequencing, to carry the mutant viral genome. Using DNA transfection followed by 
measuring colony formation in soft agar, transfomiing efficiencies were found to be 
essentially identical for wild-type and mutant viral DNAs - approximately 10-20 
coIonies/10' cell/|ig viral DNA. The failure of TMD-25 to induce tumors at sites distant 

25 from the site of inoculation is therefore not due to any defect in transforming ability, but 
rather to its inability to replicate and establish a disseminated infection. 

mutant \ irus w as extracted and analyzed b\ Southern hybndi/ation. The rcsuhs show 
30 clearly that the mutant was unable to replicate its DNA in the non-permissive host 

iB\Ii\) ,clN lir p(iM intcLlioii (I il:. .*^!^ 1 a' 1 1 Panel). f^MK ecll> were iiireeled uiili 




TMD25 and wild type virus (Wl Py). Low molecular weight DNA was isolated at 0, 18, 
36 hrs post infection (p.i.) for Southern blot with virus DNA probe. These results suggest 
that plSO'""'' can act, directly or indirectly, to inhibit viral DNA replication. 

Furthemiore, when over expressed in normal 3T3 cells, pi 50'^'' inhibited wild 
5 type viral DNA replication in a dose-dependent manner (Fig. 5B, right panel). Polyoma 
origin clone nUCori (Ori) and large T -expressing nbismid (Wt T T rHKIA) w^-rf- 
cotransfected with increasing amount of plasmid expressing mSal2. Newly replicated 
DNA was detected with origin specific probe (top). The filter was striped and re-probed 
with LT and origin specific probe to show that similar amount of origin and LT DNA 
10 were present in each transfection. These results show that pi 50'^^*^ imposes a block to 
viral DNA replication and that the block can be overcome by wild type large T antigen. 

Example 5: Expression Pattern Of pi 50^^'^ In The Mouse 
Normal mouse tissues were extracted and tested for expression of pi 50^"^'" by 

15 Western blot (Fig. 6). Tissues from ten to twelve-day old mice were dissected and 

extracted in NP-40 lysis buffer. 200 |ag of protein from various tissues were loaded onto 
each lane as labeled. The proteins were detected using a monoclonal antibody against the 
amino-temiinus of mSal2. Tissue from brain, kidney, lung, bladder and uterus clearly 
show s expression of the protein, while tissue from liver, skeletal muscle, spleen, salivary 

20 gland and heart was either negative or low in expression. These results are consistent 

with those reported earlier by Northern analysis. The finding that the kidney and lung are 
sites of strong expression is also consistent w ith the natural history of transmission of 
polyoma, which is thought to infect through the lung and amplify primarily in the kidney. 
Successful growth in these tissues would require the virus to be able to overcome any 

25 block to replication imposed by mSal2. TMD-25 fails to replicate its DNA in nomial 
mouse cells, and overexpression of mSal2 blocks nomial viral DNA replication. 

. ' : A]M"CN>ioii K)i \]>,.ii^ ii i 1 luiiiaii u\ ai laii i aiiioi > 

, fj rhc hSalJ gene has be^i mapped lo chromosome 14q 12 but was not rccogm/ed 

30 initially as a tumor suppressgfr gene. It was subsequently shown by others that this region 

^ W 1 4q 1^ aNsocialcd w \ a I(^^> oT hoiiio/\ liomI \ in 4*^" lu ai'ian cancciN ( Baiulci a cl 
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al., supra) and aboul 25 % of^ladder cancers (Chang ct al., supra). These findings, 

along with the underlying r^ionale of ^tumor host range' selection, suggest the 

possibility that sal2 may fUnction as a tumor suppressor. To test this possibility more 

directly, a screen for pi 50^^'"^ expression was carried out on extracts of ovarian 

5 carcinomas (Fig, 7). Fig. 7 shows a Western blot of human ovarian tumors. The 

expression level of pl^O'^''^ in 20 ovarian carcinomas was compared with that of normnl 

ovarian epithelial cellis (N) in two panels. Fifty micrograms of protein were loaded in 

each lane and blotted with polyclonal antibody against plSO'^^''^. Each ovarian carcinoma 

was labeled by its ^se number. Arrows indicate the nonnal position of pi 50. A 

10 polyclonal anti-pl^O antibody made against the mouse protein clearly recognizes the 

human protein (Fig. 3B above). A band of the same apparent molecular weight is seen in 

extracts of nom-^1 human ovarian epithelial cells ('HOSE'). 
i 

In situ staining w^th anti-pl50 w as carried out on frozen sections of normal ovary 
and several ovarian carcinomas, as well as in human 293 cells. Fig. 8 shows expression 

15 of pi 50'"^'' in human 293 cells. A polyclonal antibody, HM867, raised against mSal2 
carboxyl-terminus, was used to detect human pi 50'*^'^ in human 293 cells (lane +). As a 
negative control, the same protein extract was blotted with HM867 antibody that had first 
been depleted by incubation with the same antigen used to raise it (lane -). As a further 
example, Fig. 9 also shows immunostaining of pi 50^^'^ in the human ovary and in ovarian 

20 tumors. Fig. 9A shows immunostaining of normal human ovarian tissue with a 

polyclonal serum preadsorbed with mSal2 protein. In the left-hand panel, normal human 
oxarian tissue is stained with a polyclonal scrum preadsorbed with pi 50''''\ in the right- 
hand panel, normal o\ arian tissue is stained w ith polyclonal seruni against pl50'^'\ f ig. 
9B show s six ovarian carcinoma tissue samples that were stained for pi 50'^'^ (c thru h), 

25 where "T" stands for tumor cells and "S" stands for stromal cells. The insert in "h" 

show s cytoplasmic staining for pl50'^'~^. The nuclear staining of normal epithelial cells is 



Example 7: A Point Mutation S73C In Human Sal2 Is Present 
In Some Ovarian Tumors. 
DNAs from twenty-one ovarian carcinomas were digested and analysed by 
Southern hybridization using a probe of hSall coding sequences. hSall sequences were 
5 used as an unlinlced internal control. No evidence of loss or gross rearrangement of the 
liSal2 locus was seen in any of the tumors examined. Deletions nf 1 kh nr 1p<:s wnnlH n^t 
have been detected. The absence of pi 50'"'' expression in a majority of ovarian cancers 
may reflect mechanisms other than loss of the hSal2 gene itself, such as silencing of 
expression through promoter methylation, alterations in an upstream regulatory factor, or 
1 0 factors leading to instability of the protein itself 

To test for small mutations, DNAs from four tumors were extracted and the entire 
hSal2 coding regions sequenced on both strands. Two tumors from the panel shown in 
Fig. 7A that were positive for pi 50'"'^ expression and two that were negative were 
chosen. The two negative tumors 327 and 523 showed no changes when compared to the 
1 5 controls and all showed sequences identical to the published genomic sequence (Genbank 
AE000658 and AE000521; Boysen et al, Genome Res. 330:330-338 (1997)). The two 
pl50''''-positive tumors each showed a cysteine (TGT) substitution for serine (TCT) at 
position 73 (position 73 of SEQ ID N0:1), based on the first methionine in exon la 
(Kohlhase et al., Mamm Genome 1 1 :64-69 (2000). The sequencing results showed only 
20 TGT in tumor 432 and a mixture of TGT and TCT in tumor 528. The serine codon TCT 
has been found at this position in all nomial DNAs sequenced thus far (Kohlhase et al.. 
Genomics 38:291-298 (1996); Boysen et al.. Genome Res. 330:330-338 (1997)), 
indicating that '73S' is a frequent normal allele. To know whether the S73C substitution 
represents a somatic mutation or genu line polymorphism, nomial DNA from case 432 
25 was sequenced. The result showed only TGT at codon 73, indicating that the hSal2 allele 
encoding cysteine represents a gemi line polymorphism in this individual. DNAs from 

An example of the loss of ihc 73S allele is shown in Fig. 1 1 . For this expcrimcnl. 
3(1 DNA was isolated from matched normal and ovarian tumor tissues. The 73S and 73C 

.illcio ucrc Jistiiiuuishcd h\ PCR ampliticatmiKiiul subscqiK'Hl Who 11 diiicstion dfa 
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31 8 bp product covering the region containing amino acid 73. In addition to a common 
Mbo II site (used to monitor the digestion status), this region contains another Mbo II site 
for the 73S allele, but not for the 73C allele (this is the discriminating Mbo II recognition 
site). Complete digestion of 73S allele by Mbo II produced three fragments (171 bp, 94 
5 bp and 53 bp) while 73C allele produced two fragments (256 bp and 53 bp fragments- 
indicated by arrows). These fraumcnts were resolved by t-lertrnnhnroQi<? nn -a '^giirose 
gel. Although it is difficult to avoid the existence of normal tissue in the tumor used to 
isolate DNA, the intensity of the 73S bands (171 bp and 94 bp) is largely reduced 
indicating the loss of 73S allele (patient number 1). In this figure, ''U" indicates 
10 undigested amplification product, "S" indicates a 73S homozygote control, ''C" indicates 
a 73C homozygote control, and "S/C" indicates a 73S/C heterozygote control. The 
respective identification number of ovarian tumor patients is shown on top of their 
matched normal "N'' and tumor "T'' DNA. 

15 Example 8: mSal2 Suppresses Growth of Ovarian Carcinoma Cells 

To characterize the biological function of Sal2, the ovarian carcinoma cell line 
SK0V3 was transfected with an mSal2 expression vector. SKOV3 cells were transfected 
with pcDNA-mSal2 (PI 50) or pcDNA3 vector (Mock), incubated in 0.5% serum for 48 
hours, then in 15% serum and 100 |J.M BrdU for 20 hours. This cell line expresses little 

20 or no pi 50 as is indicated by Western analysis. Cells were examined by BrdU 

incorporation for DNA synthesis, for pi 50 expression, and for DAPI staining (Fig. lOA). 
The percent of cells in S-phasc decreased from 57% in the control to 19** o in cells 
expressing pi 50. In addition, 30-50** o of cells expressing pi 50 appeared to be apoptotic 
as judged by DAPl staining compared to less than 10% of control cells. Arrow s in frame 

25 1 of Fig. lOA indicate a cell expressing pi 50 that is BrdU-ncgative. Arrows in frame 2 
of Fig. lOA indicate an apoptotic cell expressing pi 50 w ith fragmented nuclear bodies as 

tu cr 14 da> s. a clear reduction ni \ lablc SK()\'3 cells w as seen in cells transfected w ith 
30 the expression xector, reflecting both growth suppressive, and apoptosis inducing activity 
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of pi 50''''' (Fig. lOB). Similar efficiencies of transfcclion (approximately 20%) were 
confimied by a co-transfected GFP expression plasmid. 



Selection of tumor host-range mutants 

Cell lines used as permissive hosts include TCMK-l (Rhirk- pt ^il P'-^i^ 
Exper Biol. Med. 1 14:721-727 (1963)) purchased from ATCC) and A6241 (Lukacher et 

J. Exp. Med. 181:1683-1692 (1995); Velupillaietal., J. Virologyll>: 10079-10085 
(1999)) have been described. Primary baby mouse kidney cells (BMK) were used as the 
non-pcmiissivc host. The genome of polyoma virus strain PTA was digested at the single 
BamHl site and cloned into pBlueScript (Stratagcne) to create PTAHI. PTAHI was 
amplified in the Mut D strain of E. eoli (Schaaper et al., Proc. NatL Acad. Sci. U.S.A. 
85:8126-8130 (1998)) to accumulate mutations randomly throughout the viral genome. 

Yeast two-hybrid screening 

The polyoma PTA large T antigen carboxyl-tcrminal fragment (amino acids 333- 
781 ) was cloned into pGBT9 (Clontech) to generate pGBT9ITC used as a "bait" to screen 
a 9.5 to 10.5 day-old whole mouse embryo cDNA library in pVP16 (Vojtek et al., Cell 
75:205-214 (1993)). Transfomiation and selection were pcrfonned according to the 
recommendations from Clontech. 

(ieneration ofTMD25 with a minimum deletion 

Large T antigen carbox\i-lerminal deletions used in the yeast two-hybrid analysis 
\\ ere generated on pGBT91TC using the Tansformer site-directed in vitro mutagenesis kit 
(Promcga) according to manufacturer's recommendations. 



Marathon cDNA amplification kii (CMonlcch) and R l -PCK products from liWK cells. 



Example 9: Experimental Procedures 



• # 

RFLP Test to Identify a Polymorphism in Sal2 

Amino acid 73 of human pi 50'^'* is polymorphic. This amino acid may be a 
serine encoded by the codon TCT (73S) or a cysteine encoded by the codon TGT (73C). 
The two alleles may be distinguished by PCR amplification of the genomic region 
5 encompassing the sequence encoding hSal2 amino acid 73 and digesting the PCR product 
using either the restriction en/yme Mobil or EarL These en/ymes nit tho DMA rlncp tn 
the codon encoding amino acid 73. The primers used to amplify the DNA prior to 
digestion with Mobil were, 5^-CTTGTTAATTAGAGCCTCGGTATACC-3' (SEQ ID 
NO: /) and 5 -GCACGGAGGACCCAGAATCTGG-3^ (SEQ ID N0:8). 

10 The PCR cycle used was 98T for 2 minutes followed by 35 cycles of 94'C for 1 

minute, 55°C for 1 minute, and 68'C for 1 minute. The last PCR cycle was followed by 
incubating the reaction at 72'C for 10 minutes. The PCR products were digested with 
Mobil in a solution containing 5 PCR mixture, 2 |.U enzyme buffer (10 fold 
concentrated), 12 |il water, and 1 \i\ Mobil (5 units/|il). The restriction digest was 

15 performed at 37'C for two hours followed by heating the reaction to 70'C for twenty 
minutes prior to loading ten to twenty microliters of the mixture onto a 2% agarose gel. 
Five microliters of undigested PCR product arc added to a control lane on the gel. The 
exprecled size of the uncut PCR product is 318 bp. The expected Mobil restriction 
fragments for the 73S allele arc 171, 94, and 53 bp and the expected Mob II restriction 

20 fragments for the 73C allele are 265 and 53 bp, A mixture of the 73S and 73C alleles 
would be expected to yield fragments of 265, 171, 94, and 53 bp. The 53 bp fragment is 
common to both alleles and may be used to monitor the digestion status in order to 
distinguish between hetero/ygotes and an incomplete digestion. 

25 //; vitro GST pull-down assay 

Full-length polyoma noniial large T antigen cDNA and TMD25 large T antigen 

inio p(jt:X4 i i (Piiarmacia) lo generate CjS T-mSal2 lusion protem m /:'. coli. The tlision 
30 protein was bound to glutathione-Sepharose 4B beads (purchased from Phamiacia) 

accor^iiiiL: h> llic luaiuitacUiicr'N iiinImii 1 inn^ 1 or llic as^o^aalUMi ot ( iS I iiiSal2 
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with large T antigen, BMK cells infected by PTA, or 3T3 cells transfected with wild-type 
or TMD25 large T antigen expression constructs CMVLT or CMVTMDLT, were 
extracted with NP-40 lysis buffer (pH 7.9) (Benjamin et al., Proc. Natl. Acad. Sci. U.S.A. 
67:394-399 (1970)). 500^1 of cell lysate were incubated with 50|il of 50% GST-Sal2 or 
GST beads for 2 hours. After washing four times w ith PBS, the bound protein was 
subjected to Western blot analysis usinu monoclonal antibody F4 whirh rprogni /PQ T 
antigens (Dahl et al., Mol. Cell. Biol. 16:2728-2735 (1996)). 

In vivo GST pull-down assay 

The full-length mSal2 coding region was cloned into a eukaryotic GST fusion 
vector, pEBG (Luo et al., J. Biol. Chem. 270:23681-23687 (1995)) to generate the 
construct pEBGSAL. NIH 3T3 cells were co-transfected with pEBGSAL and CMVLT 
or CMVTNDLT in a ration of 1 to 1 using Lipofect2000 (Gibco/BRL) following the 
manufacturer's protocol. The cells were harvested 48 hours post transfection. The lysate 
w^as centrifuged at 3,000 rpm and the supernatant was incubated with 50-100 \i\ 
glutathione-Sepharose 4B beads for 2 hours. The beads were washed four times with 
PBS containing 0.01% NP-40 and bound proteins were immunoblotted w ith the F4 
antibody and an antibody against pi 50"'''" (Dahl et al., supra (1996)). 

In vivo Co'immunoprecipitation of mSal2 and Polyoma Large T 

Fifty microliters of 50% protein A beads (Pharmacia) were incubated with 
purified rabbit polyclonal anti-amino-terminal mSal2 antibody or nomial rabbit IgG in 1 
ml NP-4() lysis buffer at 4°C for 2 hours. The beads were w ashed four times with PBS. 
BMK cells infected with wild-type virus were extracted 24 hours post infection. Two 
milligrams of total protein w ere incubated with either the anti-mSal2 or nonnal IgG beads 
in NP-40 lysis buffer containing T/o BSA for 2 hours at 4°C. The beads were washed 

anlilxulics. 
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Viral DNA Replication Assays 

Plasmid pUCori and the polyoma origin replication assay are described in Gjorup 
ct al. {Proc. Natl. Acad Sci. USA 91 : 12 125-12129 (1994)). Cells were grown on 6 well 
plates and infected with virus or Iransfected with DNA. Low molecular weight DNA was 
5 isolated as described by llirt {J. Moi BioL 26:365-369 (1967)). After purification, the 
DNAs were resuspended in 80 |.ils water. One to five microt?rams of DNA wen- 
subjected to restriction digestion. For virus infection, the viral genome was first 
linearized with Eco Rl. For transfection, pUCori and CMVLT were first digested with 
Dpn I and Hind III. The newly synthesized pUCori DNA is Dpn I resistant because of 
10 the lack of methylation in eukaryotic cells and the input plasmid DNA is sensitive to Dpn 
I digestion because of the E. coli methylation of the recognition site. The DNA fragment 
was resolved on a 1% agarose gel for Southern analysis using origin specific and LT 
specific probes, 

1 5 Western blots for detection of pi 50''^^" 

Tissue extracts were prepared from C3H/BiDa mice by homogenization in NP-40 
lysis buffer (pH 7.9) and centrifugation at 8,000 rpm. Fifty micrograms of protein (Bio- 
Rad Assay) from each sample was separated by SDS-PAGE and blotted on nitrocellulose 
membranes. A monoclonal antibody against mSal2 was used to detect pi SO''''^ 

20 

Stripping Western Filters for Reprohing 

After first antibody probing, the used filter is incubated in stripping solution (50 
mM Tris-CK pH 6.8, 2''o SDS and 100 mM (i-mcrcaplocthanol) for 30 mmutes at 60"C. 
The filter is washed twice in PBS and tested for the absence of the previously used 
25 antibody by de\'elopment and exposure to an X-ray film. This procedure ensures that the 
filler can be used again in subsequent Western analyses. 

^urglcal samples ot human o\arian tissue were obtained under a protocol 
3n approv ed by the Human Subjects Committee of the Brigham and Women's Hospital. 

( )\ ai'um tumoi- tiN^Lio w cfc piil\ cn/cd in liqiikl nitioucn aiui 1\ >cd in a bulVLM" ( 1 " I i"Hon 
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X-100, 21 )ag/ml aprolinin, 1 mM phenylmethylsulfonyl fluoride, 0.5 )ig/ml Icupcptin, 
4.9 mM MgCl:, and IniM vanadate in PBS). The MicroBAC Protein Assay Kit (Pierce) 
was used for protein quantitation. Twenty-five micrograms of protein from each sample 
was separated on an SDS-polyacrylamide gel and blotted on nilroccllulose membranes. 
5 A rabbit polyclonal antiserum that cross-reacts with hSal2 was used to detect pi 50'^''. 
Specifically, this antiserum was raised against a rT.ST-mnn^p nl SO fncinn nmt^in thnt ^^-lc 
first purified using Affinity Pak Immobilized Protein A (Pierce) according to 
manufacturer's instructions followed by an incubation with GST saturated glutathione 
beads (Pharmacia) in PBS for 30 minutes to eliminate antibodies against GST. As a 
10 negative control, the purified antibody was prcadsorbed with the GST-pl50 fusion 
protein. 

Frozen sections of nomial or tumor samples were fixed in Neutral Formalin for 10 
minutes and permeabilized in cold ethanol/acidic acid (3:1) for 15 min. After washing 
four times in PBS for 10 minutes each, the sections were antibody stained and processed 
15 using Vectastain ABC kit (Vector Laboratories) following the manufacturer's 
instructions. 

DNAs were extracted from human ovarian carcinomas and from primary cultures 
of ovarian epithelial cells obtained by scraping the surface of nomial ovarian tissue. 
DNA from normal human foreskin was used as a control The coding region with the 0.4 

20 kb intron of hSal2 was amplified using the primer pair 

(5^ -CCACAACCATGGCGAATCCGAG-3^) (SEQ ID N0:5) and (5^- 
GGTGATGGAAGGCGAACAGCCAGG-3^) (SEQ ID N0:6). Long range PGR was 
performed (98 C 4 nnn, then 94 C 1 min, 60 G 1 min, 68 G 4 min, for 35 cycles) and 
sequencing was carried out using the High Throughput Gore of the Dana Farber- Harv ard 

25 Gancer Genter. The coding region was sequenced twice and additional sequencing of 
both strands was pcrfonncd for regions w ith suspected mutations. The resulting 
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Brd U Incorporation 

SK0V3 cells were iransfeclcd with pcDNA-mSal and the pcDNA 3 vector using 
BRL Lipofectamine 2000 according to the manufacturer's recommendations. Five to 
seven hours post transfection the cells were fed with 0.5% calf serum. After 48 hours, 
5 the cells were incubated with a medium containing 15% calf serum with 100 mM BrdU 
for 20 to 24 hours. A monoclonal antibodv against Brdl J (Amersham ^ wa^ nsprl tn Hptprt 
the incorporation. The cells were fixed, permeabilised and stained according to 
Amersham's recommendations except that a purified rabbit polyclonal antibody against 
the mSal2 carboxyl-temiinus w^as mixed with the BrdU antibody for the detection of both 
10 BrdU incorporation and pi 50 expression. Secondary antibodies (anti-mouse Rhodamine 
and anti-rabbit Oregon Green) were also mixed. Cells were examined under fluorescence 
microscopy in order to identify BrdU and pi 50 positive cells. 

Colony Reduction Assay 

15 SK0V3 cells were transfected with a pcDNA-/;/&// or a pcDNA3 vector in a 6 

well plates using 2 |ig of DNA each. To monitor the transfection efficiency, 0.5 |ig of 
pEGFPNl (Clontech) was added to the test DNA in a separate tube. Transfection was 
pcrfomied according to GIBCO/BRUs recommendations using LIPOFECTAMIN 2000. 
Tw^enty-four hours after the transfection, the cells were re-seeded in 10 cm plates with 

20 medium containing 600 |ig/ml G418 (GIBCO/BRL) and 10%, calf serum. The EGFP 
expression was also monitored at this time. The G418 containing medium (neomycin 
medium) was changed c\'ery 3 to 4 days until mock-transfected cells had died and 
nconncin resistant colonies became apparent. 

25 Preparation of DNA for niicroin/ection 

As but one example, DNA clones for microinjection are prepared by cleaving the 

(Samhrook ct al. ( 1^^8^))). The DNA bands arc \ isuali/cd b\ staining with ethidium 
30 bromide and the band containing the desired DNA sequences is excised. The excised 

haiui !n ihcii phiccd m duiK ha^i^ a^MiKiiiiiiia ^ ' ' M NiKiiiiin acetate p[ 1 1 l)\ A 
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is electroeluted into the dialysis bags, extracted with phenol/chloroform (1:1), and 
precipitated by the addition of two volumes of ethanol. The DNA is then redissolved in 1 
ml of low salt buffer (0.2 M NaCl, 20 niM Tris, pH 7.4, and 1 mM EDTA) and purified 
on an Elutip-D.TM (Schleicher and Schuell) column. The column is first primed with 3 
5 ml of high salt buffer (IM NaCI, 20 miVI Tris, pH 7.4, and 1 mM EDTA) followed by 
w ashing w ith 5 ml of low salt buffer. The DNA solutions are na<^^;e^^ through the mlnmn 
three times to bind the DNA to the column matrix. After one wash with 3 mis of low^ salt 
buffer, the DNA is eluted with 0.4 ml of high salt buffer and precipitated by the addition 
of two volumes of ethanol. DNA concentrations are measured by absorption at 260 nm 

10 in a UV spectrophotometer. For microinjection, DNA concentrations are adjusted to 5 
|.ig/ml in 5 mM Tris, pH 7.4 and 0.1 mM EDTA. Other methods for purification of DNA 
for microinjection are also described in Hogan et al.. Manipulating the Mouse Embryo 
(Cold Spring Harbor Laboratory, Cold Spring Harbor, N.Y,, (1986)); in Palmiter et al., 
Nature 300:61 1 (1982); in the Qiagenologist, Application Protocols, 3'^ edition, 

15 published by Qiagen, Inc., Chatsworth, Calif; and in Sambrook et al., Molecular 

Cloning: A Lahoratoiy Manual (Cold Spring Harbor Laboratory, Cold Spring Harbor, 
N.Y., 1989). The procedures for manipulation of the rodent embryo and for 
microinjection of DNA are described in detail in Hogan et al.. Manipulating the Mouse 
Embryo (Cold Spring Harbor Laboratory, Cold Spring Harbor, N.Y., (1986)), the 

20 teachings of which are incorporated herein. 

Animal experiments 

Whole mouse section hybridizations (Dubensky et al. ./ I'lroL 68:342-349 
(1991)) and tumor profiles (Dawe et al., ./ PathoL 127:243-261 (1987)) were 
25 perfomied as described in these references. 



general protocol ma\ be modified b> those skilled in the art. 

female mice six weeks of age are induced to supero\ulate with a 5 lU injection 

( ' ' ! 1 IM of prL'ptKuil marc NLTiim Miadoiropiii ( P\l S( i; Si Lima ) li^l low cd 4n 1uuii> 



later by a 5 lU injection (0.1 cc, IP) of human chorionic gonadotropin (hCG, Sigma). 
Females are placed together with males immediately after hCG injection. Twenty-one 
hours after hCG injection, the mated females are sacrificed by CO: asphyxiation or 
cervical dislocation and embryos are reco\ ered from excised oviducts and placed in 
5 Dulbecco's phosphate buffered saline with 0.5% bovine serum albumin (BSA, Sigma). 
Surrounding cumulus cells are removed with hvaluronidase f 1 mg/ml). PronnrleMr 
embryos are then washed and placed in Earle's balanced salt solution containing 0.5% 
BSA (EBSS) in a 37.5 C incubator with humidified atmosphere at 5%o CO2 , 95% air until 
the tmie of injection. Embryos can be implanted at the two-cell stage. 

10 Randomly cycling adult female mice are paired with vasectomized males. Swiss 

Webster or other comparable strains can be used for this purpose. Recipient females are 
mated at the same time as donor females. At the time of embryo transfer, the recipient 
females are anesthetized with an intraperitoneal injection of 0.015 ml of 2.5% avertin per 
gram of body w^eight. The oviducts are exposed by a single midline dorsal incision. An 

1 5 incision is then made through the body w all directly over the oviduct. The ovarian bursa 
is then torn w ith watchmakers forceps. Embryos to be transferred are placed in DPBS 
(Dulbecco's phosphate buffered saline) and in the tip of a transfer pipet (about 10 to 12 
embryos). The pipet tip is inserted into the infundibulum and the embryos are 
transferred. After the transferring the embryos, the incision is closed by two sutures. 

20 The preferred procedure for generating transgenic rats is similar to that described 

above for mice (Hammer et al.. Cell 63:1099-1 12 (1990). For example, thirty-day old 
female rats are given a subcutaneous injection of 20 lU of PMSG (0.1 cc) and 48 hours 
later each female placed with a pro\'en, fertile male. At the same time, 40-80 day old 
females are placed in cages with vasectomized males. These will provide the foster 

25 mothers for embryo transfer. The next morning females are checked for vaginal plugs, 
f^emales who have mated with vasectomized males are held aside until the time of 

BSA and ttic cmhryos collected. Cumulus cells surroundmg the cmbr>os are remo\ed 
30 w ith hyaluronidase ( 1 mgml). The embryos are then washed and placed in EBSs 
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(Earle's balanced salt solution) containing 0.5% BSA in a 37.5 C incubator until the time 
of microinjection. 

Once the embryos are injected, the live embryos are moved to DPBS for transfer 
into foster mothers. The foster mothers are anesthetized with ketamine (40 mg/kg, IP) 
5 and xulazinc (5 mg/kg, IP). A dorsal midline incision is made through the skin and the 
ovary and oviduct are exposed by an incision through the muscle layer directly over tho 
ovary. The ovarian bursa is torn, the embryos are picked up into the transfer pipet, and 
the tip of the transfer pipet is inserted into the infundibulum. Approximately 10 to 12 
embryos are transterred mto each rat oviduct through the infundibulum. The incision is 
1 0 then closed with sutures, and the foster mothers are housed singly. 

Generation of Knockout Mice 

The following is but one example for the generation of a knockout mouse and the 
protocol may be readily adapted or modified by those skilled in the art. 

15 Embryonic stem cells (ES), for example, 10^ ABl cells, may be electroporated 

with 25 |ig targeting construct in 0.9 ml PBS using a Bio-Rad Gene Pulser (500 \x¥, 230 
V). The cells may then be plated on one or two 10-cm plates containing a monolayer of 
irradiated STO feeder cells. Twenty-four hours later, they may be subjected to G418 
selection (350 |ug/ml, Gibco) for 9 days. Resistant clones may then be analyzed by 

20 Southern blotting after Hind III digestion, using a probe specific to the targeting 

construct. Positive clones are expanded and injected into C57BL/6 blastocysts. Male 
chimeras may be back-crossed to C57BL 6 females. Hetero/ygotcs may be identified by 
Southern blotting and intercrossed to generate homo/ygotes. 

The targeting construct may result in the disruption of the gene of interest, e.g., by 

25 insertion of a heterologous sequence containing stop codons, or the construct may be 
used to replace the wild-type gene with a mutant form of the same gene, e.g., a "knock- 

miu ihc gene oi inicrcsl liial results m the prolcm not being expressed m the presence oi 
3n telracycline. Such conditional expression of a gene is described in, for example, 

Vaniamolo ct al. ( C 'r// MM (^noo)) 
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Table 2. Tumor profiles of mutant TMD-25 and wild-type PTA virus 

TMD-25 PTA' 



Fraction of mice with tumors 7/7 

Mean age at necropsy 202d. 82d. 

Epithelial tumors: 

10 Hair follicle 0/7 32/32 

Thymus 0/7 29/32 

Mammary gland 0/7 16/32 

Salivary gland 0/7 23/32 
Mesenchymal tumors: 

15 Fibrosarcomas 7/7" 1/32 

Renal medulla 0/0 7/32 

Bone 0/0 6/32 

1 . Data on PTA is taken from Dawe et al (1987) 
20 2. Subcutaneous fibrosarcomas were found only at the site of virus inoculation. 
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Table 3. Summary of pi 50"'''" expression in human ovarian carcinomas 
plSCr^'" Stat us Number of Cases Percent 

5 Positive 6 30 

Negative 10 50 

Altered* 4 20 

10 

* Refers to the apparent size of the Sal2 protein, which is different from that of normal 
ovarian epithelial cells. 
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Other Embodiments 

While the in\ ention has been described in connection with specific embodiments 
thereof, it will be understood that it is capable of further modifications and this 
application is intended to cover any variations, uses, or adaptations of the invention 
follow ing, in general, the principles of the invention and including such departures from 
the present disclosure come w ithin known or customary nnirtirp within rhp -^n tn \x'hich 
the invention pertains and may be applied to the essential features hereinbefore set forth. 

All references cited herein are hereby incorporated by reference. 

We claim: 
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